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COMPLEMENTING CELL LINES 

Technical field : The invention relates to the field of biotechnology generally, and more 
specifically to adeno viral-based complementing cell lines. 

5 

Background: Typically, vector and packaging cells have to be adapted to one another so 
that they have all the necessary elements, but they do not have overlapping elements 
which lead to replication competent virus by recombination. Therefore, the sequences 
necessary for proper transcription of the packaging construct may be heterologous 

10 regulatory sequences derived from, for example, other human adenovirus (Ad) serotypes, 
non-human adenoviruses, other viruses like, but not limited to, SV40, hepatitis B virus 
(HBV), Rous Sarcoma Virus (RSV), cytomegalovirus (CMV), etc. or from higher 
eukaryotes such as mammals. In general, these sequences include a promoter, enhancer 
and poly-adenylation sequences. 

15 PER.C6 (ECACC deposit number 96022940) is an example of a ceil line devoid of 

sequence overlap between the packaging construct and the adenoviral vector (Fallaux et 
al, 1998). Recombinant viruses based on subgroup C adenoviruses such as Ad5 and Ad2 
can be propagated efficiently on these packaging cells. Generation and propagation of 
adenoviruses from other serotypes, like subgroup B viruses, has proven to be more 

20 difficult on PER.C6 cells. However, as described in European patent application 

00201738.2, recombinant viruses based on subgroup B virus Ad35 can be made by co- 
transfection of an expression construct containing the Ad35 early region- 1 sequences 
(Ad35-El). Furthermore, Ad35-based viruses that are deleted for E1A sequences were 
shown to replicate efficiently on PER. C6 cells. Thus, the El A proteins of Ad5 

25 complement Ad35-E1A functions, whereas at least part of the El B functions of Ad35 are 
necessary. This serotype specificity in E1B functions was recently also described for Ad7 
recombinant viruses. In an attempt to generate recombinant adenoviruses derived from 
subgroup B virus Ad7, Abrahamsen et al (1997) were not able to generate El -deleted 
viruses on 293 cells without contamination of wild-type (wt) Ad7. Viruses that were 

30 picked after plaque purification on 293-ORF6 cells (Brought et al, 1 996) were shown to 
have incorporated Ad7 E1B sequences by non-homologous recombination. Thus, 
efficient propagation of Ad7 recombinant viruses proved possible only in the presence of 
Ad7-E1B expression and Ad5-E4-ORF6 expression. The E1B proteins are known to 
interact with cellular as well as viral proteins (Bridge et al, 1993; White, 1995). 

35 Possibly, the complex formed between the E1B 55K protein and E4-ORF6 which is 
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necessary to increase mRNA export of viral proteins and to inhibit export of most cellular 
mRNAs, is critical and in some way serotype specific. 

Description of the Invention 
5 The present invention provides new packaging cell lines capable of complementing 
recombinant adenoviruses based on serotypes other than subgroup C viruses, such as 
serotypes from subgroup B, like adenovirus type 35. 

In one aspect the invention provides packaging cell lines capable of complementing 
recombinant adenovirus based on a serotype of subgroup B, preferably of serotype 35. 
10 With the terms "based on or derived from an adenovirus" is meant that it utilizes nucleic 
acid corresponding to nucleic acid found in said serotype. The utilized nucleic acid may 
be derived by PCR cloning or other methods known in the art. 

In one aspect of the invention, the new packaging cells are derived from primary, diploid 
human cells such as, but not limited to, primary human retinoblasts, primary human 

15 embryonic kidney cells or primary human amniocytes. Transfection of primary cells or 
derivatives thereof with the adenovirus El A gene alone can induce unlimited 
proliferation (immortalisation), but does not result in complete transformation. However, 
expression of E1A in most cases results in induction of programmed cell death 
(apoptosis), and occasionally immortalisation is obtained (Jochemsen et aL, 1987). Co- 

20 expression of the E1B gene is required to prevent induction of apoptosis and for complete 
morphological transformation to occur (reviewed in White, 1995). Therefore, in one 
aspect of the invention, primary human cells or derivatives thereof are transformed by 
expression of adenovirus El proteins of a subgroup other than subgroup C, preferably 
subgroup B, more preferably adenovirus type 35. The combined activity of the El A and 

25 E1B proteins establishes indefinite growth of the cells and enables complementation of 
recombinant adenoviruses. 

The complete morphological transformation of primary cells by adenovirus El 
genes is the result of the combined activities of the proteins encoded by the El A and E1B 
regions. The roles of the different El proteins in lytic infection and in transformation 

30 have been studied extensively (reviewed in Zantema and van der Eb, 1995; White, 1995, 
1996). The adenovirus El A proteins are essential for transformation of primary cells. 
The El A proteins exert this effect through direct interaction with a number of cellular 
proteins that are involved in regulation of transcription. These include the pRB family of 
proteins, p300/CBP and TATA binding protein. In addition to this El A increases the 

35 level of p53 protein in the cells. In the absence of adenovirus E1B activity the rise in p53 
levels leads to the induction of apoptosis. Both proteins encoded by the El B region 
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counteract the induction of apoptosis although by different mechanisms. E1B-21K seems 
to counteract apoptosis in a maimer similar to Bcl-2 via interaction with the effector 
proteins downstream in the apoptosis pathway (Han et aL, 1996), whereas E1B-55K 
functions through direct interaction with p53. Importantly, the molecular mechanism by 
which the E1B-55K proteins of Ad2 and 5 (subgroup C) and Adl2 (subgroup A) function 
in the ability to neutralise p53 may differ. Whereas Ad5 E1B-55K binds p53 strongly 
and the complex localises to the cytoplasm, Adl2 E1B-55K binds p53 weakly and both 
proteins are localised in the nucleus (Zantema et aL, 1985; Grand et aL, 1999). Both 
proteins, however, inhibit the transactivation of other genes by p53 (Yew and Berk, 
1992). 

In rodent cells, the activity of E1A together with either E1B-21K or 55K is 
sufficient for full transformation although expression of both E1B proteins together is 
twice as efficient (Rao et aL, 1992; ). In human cells however, the activity of the E1B- 
55K protein seems to be more important given the observation that E1B-55K is 
indispensible for the establishment of transformed cells (Gallimore, 1986). 
Example 6 hereof describes the generation of pIG270. In this construct the Ad35-El 
genes are expressed from the hPGK promoter and transcription is terminated by the 
HBVpA. The hPGK promoter constitutes a HincII-EcoRI fragment of the promoter 
sequence described by Singer-Sam et aL (1984). The HBVpA is located in a BamHI- 
Bglll fragment of the Hepatitis B virus genome (Simonsen and Levinson, 1983; see also 
Genbank HBV-AF090841). As mentioned before, the promoter and polyadenylation 
sequences of the El expression constructs described in this invention may be derived 
from other sources whithout departing from the invention. Also, other functional 
fragments of the hPGK and HBVpA sequences mentioned above may be used. 

The functionality of pIG270 was shown by transformation of primary Baby Rat 
Kidney cells (BRK). Comparison with an equivalent Ad5-El expression construct 
learned that Ad35-El genes were less efficient in transforming these cells. The same has 
been found for the El genes of Adl2 (Bernards et aL, 1982). 

It is unclear which El protein(s) determine(s) the difference in transformation 
efficiency of El sequences observed for adenoviruses from different subgroups. In the 
case of Adl2, transfection studies with chimeric E1A/E1B genes suggested that the 
efficiency of transformation of BRK cells was determined by the El A proteins (Bernards 
et aL, 1982). The E1B-55K protein is shown infra to contain serotype-specific functions 
necessary for complementation of El -deleted adenoviruses. If these fiinctions are related 
to the regulation of mRNA distribution or another late viral function, it is unlikely that 
these are involved in the transformation efficiency. 
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Analysis of functional domains in the Ad2 or Ad5 E1B-55K proteins using 
insertion mutants have revealed that functions related to viral replication, late protein 
synthesis and host protein shut-off are not confined to specific domains but are 
distributed along the protein (Yew et al 9 1990). Using the same set of mutants, the 
5 domains important for interaction with p53 and E4-Orf6 were found to be more 
restricted. In addition to one common binding region (amino acids 262 to 326), p53 
binding was affected by mutations at aa 180 and E4-Orf6 binding was affected by 
mutations at aa 143 (Yew and Berk, 1992; Rubenwolf et ah, 1997). 

Altogether these results indicate that it is difficult to separate the E1B-55K 
1 0 functions related to transformation (p53 binding) and late protein synthesis (Orf6 
binding). 

The invention discloses new El constructs that combine the high efficiency of 
transformation of one serotype with the serotype-specific complementation function of 
another serotype. These new constructs are used to transform primary human embryonic 

1 5 retinoblast cells and human amniocytes. 

In another aspect of the invention, the transforming El sequences are derived from 
different serotypes. As disclosed in European Patent application 00201738.2, Ad35 El 
sequences are capable of transforming Baby Rat Kidney (BRK) cells, albeit with a lower 
efficiency than that seen with Ad5 El sequences. This was also observed for El 

20 sequences from Adl2 (Bernards et al, 1982). Therefore, in this aspect of the invention, 
primary diploid human cells or derivatives thereof are transformed with chimeric El 
construct that consists of part of the El sequences of a serotype that enables efficient 
transformation of primary human cells or derivatives thereof and part of the El sequences 
of another serotype which El sequences provide the serotype-specific E1B function(s) 

25 that enable(s) efficient propagation of El -deleted viruses of that serotype. In a preferred 
embodiment of this aspect of the invention, the El A region is derived from a subgroup C 
adenovirus, like, but not limited to, Ad5, and the E1B coding sequences are derived from 
an alternative adenovirus more particularly from an adenovirus of subgroup B, more 
particularly from adenovirus type 35. E1B-21K coding sequences may also be chimeric 

30 comprising both subgroup C and subgroup B coding sequences. Preferably, all or most of 
E1B-21K comprises subgroup C coding sequences. In a more preferred embodiment, the 
El A coding sequences and the E1B-21K coding sequences are derived from a subgroup 
C adenovirus, like, but not limited to, Ad5. In one embodiment the cell further comprises 
ElB-55k coding sequences that are, preferably, as far as not overlapping with the 2 IK 

35 coding sequences-derived from an adenovirus of subgroup B, more particular from 

adenovirus type 35. In an even more preferred embodiment, all El coding sequences are 
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derived from a subgroup C adenovirus, like but not limited to Ad5, except for at least the 
part of the E1B-55K coding sequences that are necessary for serotype-specific 
complementation of an alternative adenovirus subgroup, more particular adenovirus 
subgroup B, more particular adenovirus type 35. The invention also provides a packaging 
5 cell line wherein the primary, diploid human cells or derivatives thereof have been 
transformed with a chimeric adenovirus El construct comprising part of a first 
adenovirus El coding sequence of a first adenovirus serotype that enables efficient 
transformation of primary human cells and derivatives thereof; and part of a second 
adenovirus El coding sequence of a second adenovirus serotype, wherein said second 

10 adenovirus El coding sequence provides the serotype-specific adenovirus E1B 

fimction(s) that enable(s) efficient propagation of recombinant adenovirus El -deleted 
viruses of said second adenovirus serotype. Preferably, said first adenovirus serotype is a 
subgroup C adenovirus and said second adenovirus serotype is a subgroup B adenovirus, 
more particular adenovirus type 35. In one embodiment the packing cell line of the 

15 invention comprises bovine adenovirus ElB-55k. Such a bovine ElB-55k expressing cell 
line is particularly suited for obtaining high yields of a complemented bovine 
recombinant adenovirus. 

The primary diploid human cells or derivatives thereof are transformed by adenovirus El 

20 sequences either operatively linked on one DNA molecule or located on two separate 
DNA molecules. In the latter case, one DNA molecule carries at least part of the El 
sequences of the serotype enabling efficient transformation and the second DNA 
molecule carries at least part of the sequences necessary for serotype-specific 
complementation. Provided is also a hybrid construct comprising El -sequences of the 

25 serotype enabling efficient transformation and El sequences of another serotype 

necessary for serotype-specific complementation. The sequences providing serotype 
specific complementation may ofcourse also contain further activities contributing to 
transformation. Preferably, said sequences enabling efficient transformation comprise 
El A. Preferably said sequences and said sequences necessary for serotype specific 

30 complementation preferably comprise E1B sequences. More preferably said sequences 
enabling efficient transforming comprise El A and E1B-21K sequences and said 
sequences necessary for serotype specific complementation comprise E1B-55K 
sequences. Provided also are cells transformed by such hybrid construct. Such cells can 
favorably be used for the propagation of recombinant El deleted adenovirus of said 

35 another serotype. Of course it is also possible to provide both functions of El sequences 
on separate constructs. In all aspects, the sequences are operatively linked to regulatory 
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sequences enabling transcription and translation of the encoded proteins. Preferably a 
packaging cell of the invention further comprises a DNA encoding at least E4-orf6 of an 
adenovirus of subgroup B, preferably adenovirus serotype 35. Preferably, said E4-orf6 is 
derived from said another serotype. Preferably said cell comprises E1B-55K and E4-orf6 
5 of the same serotype as the recombinant vector to be propagated/complemented or 
otherwise produced. 

In another aspect of the invention, new packaging cells are described that are derived 
from PER.C6 (ECACC deposit number 96022940; Fallaux et al, 1998) and contain 
Ad35-El sequences integrated into their genome. These Ad35-El sequences are present 

10 . in a functional expression cassette, but preferably do not contain sequences overlapping 
with sequences present in the recombinant viral vector. Preferably, the functional 
expression cassette consists of a heterologous promoter and poly-adenylation signal 
functionally linked to Ad35-El sequences. More specifically, the Ad35-El coding 
sequences are functionally linked to the human phosphoglycerate gene promoter (hPGK) 

15 and hepatitus B virus poly-adenylation signal (HBV-pA). Preferably, Ad35-El coding 
sequences comprise the coding regions of the E1A proteins and the E1B promoter 
sequences linked to E1B coding sequences up to and including the stop codon of the E1B 
55K protein. More preferably, the Ad35-El sequences comprise nucleotide 468 to 
nucleotide 3400 of the Ad35 wt sequence. To be able to select for transfected cells, a 

20 dominant selection marker like, but not limited to, the neo r gene has to be incorporated on 
the expression vector or the Ad35 expression vector is co-transfected with a separate 
expression vector mediating expression of the selection marker. In both cases, the 
selection marker becomes integrated in the cellular genome. Other Ad5-El transformed 
cell lines like 293 (Graham et aL, 1977) and 911 (Fallaux et aL, 1996) or established 

25 human cell lines like A549 cells may be used without departing from the present 
invention. 

In another aspect of the invention, PER.C6-derived cells are described that 
express functional Ad35 E1B sequences. In one embodiment, the Ad35-E1B coding 
sequences are driven by the E1B promoter and terminated by a heterologous poly- 

30 adenylation signal like, but not limited to, the HB VpA. In a preferred embodiment, the 
Ad35-E1B coding sequences are driven by a heterologous promoter like, but not limited 
to, the hPGK promoter or Elongation Factor-la (EF-la) promoter and terminated by 
a heterologous pA signal like, but not limited to, the HBVpA. These Ad35-E1B 
sequences preferably comprise the coding regions of the E1B 2 IK and the E1B 55K 

35 proteins located between nucleotides 161 1 and 3400 of the wild-type (wt) Ad35 

sequence. More preferably, the Ad35-E1B sequences comprise nucleotides 1550 to 3400 
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of the wt Ad35 sequence. In an even more preferred embodiment, the E1B sequences 
comprise the coding sequences of the E1B-55K gene located between nucleotides 1916 
and 3400 of the wt Ad35 sequence. In an even more preferred embodiment a packaging 
cell line or a cell line of the invention lacks a functional coding sequence for E1B 21k. 
5 Such cell lines in general produce significantly more recombinant adenovirus than E1B 
2 IK positive cell lines. 

The invention further provides a method for complementing a recombinant 
adenovirus comprising providing a packaging cell line or a cell line according to the 
invention, with said recombinant adenovirus and culturing said cell to allow for 
complementation. In a preferred embodiment said method further comprises harvesting 
complemented recombinant adenovirus. Preferably said recombinant adenovirus is 
derived from adenovirus subgroup B. More preferably said recombinant adenovirus is 
derived from adenovirus serotype 35. 

In another aspect the invention provides a recombinant adenovirus obtained by a 
method of the invention or with a packaging cell of the invention. Such adenovirus can be 
obtained essentially free from contaminating wild type adenovirus, or replication 
competent adenovirus. Such recombinant adenovirus preparations are very suited for 
administration of therapeutic sequences to somatic tissues in vivo in for instance a gene 
therapeutic setting. Preferred are recombinant adenoviruses comprising a deletion of 
nucleic acid encoding at least one El -region protein. Preferably, such adenovirus further 
comprises a deletion of nucleic acid encoding at least one E3 -region protein. Preferably, 
such adenovirus further comprises a deletion of nucleic acid encoding at least one E4- 
region protein. Preferably, such adenovirus further comprises a deletion of nucleic acid 
encoding at least E4-Orf6 protein. For this reason the invention also provides the use of a 
recombinant adenovirus of the invention for the preparation of a medicament. 

With the term E1B-55K protein as used herein, is meant the protein encoded by the E1B- 
30 region in an adenovirus serotype having a similar function in said serotype as provided by 
the E1B-55K protein Ad5. 

With the term E1B-2 IK protein as used herein, is meant the.protein enclosed by the E1B- 
region in an adenovirus serotype having a similar function in said serotype as provided by 
the E1B-1 9K protein of Ad5. The same terminology applies for the sequences encoding 
35 these proteins. When referring to Ad35-EI sequences from a specified nucleotide to 
nucleotide 3400 is meant 'up to and including nucleotide 3400'. 
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Cell lines subject of this invention are useful for, among other things, the 
production of recombinant adenoviruses designed for gene therapy and vaccination. The 
cell lines, being derived from cells of human origin, are also useful for the production of 
5 human recombinant therapeutic proteins like, but not limited to human growth factors, 
human antibodies. In addition the cell lines are useful for the production of human viruses 
other than adenovirus like, but not limited to, influenza virus, herpes simplex virus, 
rotavirus, measles virus. 

A preferred derivative of primary, diploid human cells is the PER.C6 cell line (ECACC 
10 deposit number 960022940). 

It is within the skills of the artisan to provide for proteins having a similar function in 
kind as the adenovirus El protein referred to in this document. For instance a functional 
part may be provided and/or a derivative may be provided with a similar function in kind, 
1 5 not necessarily in amount. 

Such parts and derivatives are considered to be part of the invention, in as far as similar 
transforming/complementing and/or serotype specificity function is provided in kind, not 
necessarily in amount. 

20 Brief Description of the Figures 

FIG. 1 : Bar graph showing the percentage of serum samples positive for neutralization 
for each human wt adenovirus tested (see, Example 1 for description of the neutralization 
assay). 

FIG. 2: Graph showing absence of correlation between the VP/CCID50 ratio and the 
25 percentage of neutralization. 

FIG. 3: Bar graph presenting the percentage sera samples that show neutralizing activity 
to a selection of adenovirus serotypes. Sera were derived from healthy volunteers from 
Belgium and the UK. 

FIG. 4: Bar graph presenting the percentage sera samples that show neutralizing activity 
30 to adenovirus serotypes 5, 1 1, 26, 34, 35, 48 and 49. Sera were derived from five 
different locations in Europe and the United States. 
FIG. 5: Sequence of human adenovirus type 35. 
FIG. 6: Map of pAdApt35IPl. 

FIG. 7: Schematic representation of the steps undertaken to construct pWE.Ad35.pIX- 
35 rITR. 

FIG. 8: Map of pWE.Ad35.pIX-rITR. 
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FIG. 9: Map of pRSVAd35-El. 
FIG. 10: Map of PGKneopA. 
FIG. 11: MapofpRSVpNeo. 
FIG. 1 2: Map of pRSVhbvNeo. 
5 FIG. 13: Map of pIG.ElA.ElB. 
FIG. 14: Map of pIG135. 
FIG. 15:MapofpIG270. 
FIG. 16: Map of pBr.Ad35.1eftITR-pIX. 
FIG. 17: Map of pBr.Ad35.1eftITR-pIXAElA 
10 FIG. 18: Map of pBr.Ad35.A21K 
FIG. 19: Map of P Br.Ad35.A55Kl 
FIG. 20: Map of pBrAd3 5 ASM 

FIG. 21: Schematic representation of Ad35-E1A/E1B deletion constructs. 

FIG. 22: Map of pIG.35BL. 
15 FIG. 23: Map of pRSVneo4. 

FIG. 24: Map of pIG35Bneo. 

FIG. 25: Map of pIG35.55K 

FIG. 26: Map of pIG535 

FIG. 27: Map of pIG635 
20 FIG. 28: Map of pIG735 

FIG 29: Map of pCC271 

FIG 30: Map of pCC535s 

FIG 31 : Map of pCR535ElB 

FIG 32: Map of pCC2155s 
25 FIG 33 : Map of pCC536s 

FIG 34: Map of pIG536 

FIG 35: Map of pBr.Ad35.PRn 

FIG 36: Map of pBr.Ad35.PRnAE3 

FIG 37: Map of pWE.Ad35.pIX-rITRAE3 
30 FIG 38: Alignment of E1B-21K (A) and E1B-55K (B) amino acid sequences in pCC536s 

with wtAd5 and wtAd35 sequences. 
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Detailed Description of The Invention 
The invention is further explained by the use of the following illustrative examples. 

EXAMPLES 
Example 1 

A high throughput assay for the detection of neutralizing activity in human serum 

To enable screening of a large amount of human sera for the presence of neutralizing 
antibodies against all adenovirus serotypes, an automated 96-wells assay was developed. 
Human sera 

A panel of 100 individuals was selected. Volunteers (50% male, 50% female) 
were healthy individuals between ages 20 and 60 years old with no restriction for race. 
All volunteers signed an informed consent form. People professionally involved in 
adenovirus research were excluded. 

Approximately 60 ml blood was drawn in dry tubes. Within two hours after 
sampling, the blood was centrifuged at 2500 rpm for 10 minutes. Approximately 30 ml 
serum was transferred to polypropylene tubes and stored frozen at -20°C until further use. 

Serum was thawed and heat-inactivated at 56°C for 10 minutes and then aliquoted 
to prevent repeated cycles of freeze/thawing. Part was used to make five steps of twofold 
dilutions in medium (DMEM, Gibco BRL) in a quantity enough to fill out approximately 
70 96-well plates. Aliquots of undiluted and diluted sera were pipetted in deep well plates 
(96-well format) and using a programmed platemate dispensed in 1 00 \xl aliquots into 96- 
well plates. This way the plates were loaded with eight different sera in duplo (100 
fil/well) according to the scheme below: 
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Where Sl/2 to S8/2 in columns 1 and 6 represent 1 X diluted sera and Sx/4, Sx/8, Sx/16 



and Sx/32 the twofold serial dilutions. The last plates also contained four wells filled with 
5 100 ^1 fetal calf serum as a negative control. Plates were kept at -20°C until further use. 



Preparation of human adenovirus stocks 

Prototypes of all known human adenoviruses were inoculated on T25 flasks 
seeded with PER.C6 cells (Fallaux et aL, 1998) and harvested upon full CPE. After 

1 0 freeze/thawing 1-2 ml of the crude lysates was used to inoculate a T80 flask with PER.C6 
and virus was harvested at full CPE. The timeframe between inoculation and occurrence 
of CPE as well as the amount of virus needed to re-infect a new culture, differed between 
serotypes. Adenovirus stocks were prepared by freeze/thawing and used to inoculate 3-4 
T175 cm 2 three-layer flasks with PER.C6 cells. Upon occurrence of CPE, cells were 

1 5 harvested by tapping the flask, pelleted and virus was isolated and purified by a two-step 
CsCl gradient as follows. Cell pellets were dissolved in 50 ml 10 mM NaP0 4 buffer (pH 
7.2) and frozen at -20°C. After thawing at 37°C, 5.6 ml sodium deoxycholate (5% w/v) 
was added. The solution was mixed gently and incubated for 5-15 minutes at 37°C to 
completely lyse the cells. After homogenizing the solution, 1 875 fxl 1M MgCl 2 was 

20 added. After the addition of 375 jil DNAse (10 mg/ml) the solution was incubated for 30 
minutes at 37°C. Cell debris was removed by centrifugation at 1880xg for 30 minutes at 
RT without brake. The supernatant was subsequently purified from proteins by extraction 
with FREON (3x). The cleared supernatant was loaded on a 1M Tris/HCl buffered 
cesium chloride block gradient (range: 1 .2/1 .4 g/ml) and centrifuged at 21000 rpm for 2.5 

25 hours at 10°C. The virus band is isolated after which a second purification using a 1M 
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Tris/HCl buffered continues gradient of 1 .33 g/ml of cesium chloride was performed. The 
virus was then centrifiiged for 17 hours at 55000 rpm at 10°C. The virus band is isolated 
and sucrose (50 % w/v) is added to a final concentration of 1%. Excess cesium chloride is 
removed by dialysis (three times 1 hr at RT) in dialysis slides (Slide-a-lizer, cut off 1 0000 
5 kDa, Pierce, USA) against 1 .5 liter PBS supplemented with CaCi 2 (0.9 mM), MgCl 2 
" •(0.5mM) and an increasing concentration of sucrose (1, 2, 5%). After dialysis, the virus is 
removed from the slide-a-lizer after which it is aliquoted in portions of 25 and 100 )al 
upon which the virus is stored at -85°C 

To determine the number of virus particles per milliliter, 50 |il of the virus batch 
10 is run oh a high-pressure liquid chromatograph (HPLC) as described by Shabram et al 
(1997). Viruses were eluted using a NaCl gradient ranging from 0 to 600 mM. As 
depicted in table I, the NaCl concentration by which the viruses were eluted differed 
significantly among serotypes. 

Most human adenoviruses replicated well on PER.C6 cells with a few exceptions. 
15 Adenovirus type 8 and 40 were grown on 91 1-E4 cells (He et al, 199S). Purified stocks 
contained between 5xl0 10 and 5xl0 12 virus particles/ml (VP/ml; see table I). 

Titration of purified human adenovirus stocks 

Adenoviruses were titrated on PER. C6 cells to determine the amount of virus 

20 necessary to obtain full CPE in five days, the length of the neutralization assay. Hereto, 
lOOjxl medium was dispensed into each well of 96-well plates. 25 jil of adenovirus stocks 
pre-diluted 10 4 , 10 5 , 10 6 or 10 7 times were added to column 2 of a 96-well plate and 
mixed by pipetting up and down 10 times. Then 25 jil was brought from column 2 to 
column 3 and again mixed. This was repeated until column 1 1 after which 25 fil from 

25 column 1 1 was discarded. This way, serial dilutions in steps of 5 were obtained starting 
off from a pre-diluted stock. Then 3xl0 4 PER.C6 cells (ECACC deposit number 
96022940) were added in a 100 p.1 volume and the plates were incubated at 37 °C, 5% 
CO2 for five or six days. CPE was monitored microscopically. The method of Reed and 
Muensch was used to calculate the cell culture-inhibiting dose 50% (CCID50). 

30 In parallel, identical plates were set up that were analyzed using the MTT assay 

(Promega). In this assay, living cells are quantified by colorimetric staining. Hereto, 20 \xl 
MTT (7.5 mgr/ml in PBS) was added to the wells and incubated at 37 °C, 5% C0 2 for 
two hours. The supernatant was removed and 100 jil of a 20:1 isopropanol/triton-XlOO 
solution was added to the wells. The plates were put on a 96-well shaker for 3-5 minutes 

35 to solubilize the precipitated staining. Absorb ance was measured at 540 nm and at 690 
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nm (background). By this assay, wells with proceeding CPE or full CPE can be 
distinguished. 

Neutralization assay 

5 96-well plates with diluted human serum samples were thawed at 37 °C, 5% C0 2 . 

Adenovirus stocks diluted to 200 CCID50 per 50 p.1 were prepared and 50 ^1 aliquots 
were added to columns 1-1 1 of the plates with serum. Plates were incubated for 1 hour at 
37°C, 5% C0 2 . Then 50 \x\ PER.C6 cells at 6xl0 5 /ml were dispensed in all wells and 
incubated for 1 day at 37 °C, 5% C0 2 . Supernatant was removed using fresh pipette tips 

1 0 for each row and 200|al fresh medium was added to all wells to avoid toxic effects of the 
serum. Plates were incubated for another 4 days at 37 °C, 5% CO2. In addition, parallel 
control plates were set up in duplo with diluted positive control sera generated in rabbits 
and specific for each serotype to be tested in rows A and B and with negative control 
serum (FCS) in rows C and D. Also, in each of the rows E-H a titration was performed as 

15 described above with steps of five times dilutions starting with 200 CCID50 of each virus 
to be tested. On day 5, one of the control plates was analyzed microscopically and with 
the MTT assay. The experimental titer was calculated from the control titration plate 
observed microscopically. If CPE was found to be complete, i.e. the first dilution in the 
control titration experiment analyzed by MTT shows clear cell death, all assay plates 

20 were processed. If not, the assay was allowed to proceed for one or more days until full 
CPE was apparent after which all plates were processed. In most cases, the assay was 
terminated at day 5. For Adl, 5, 33, 39, 42 and 43 the assay was left for six days and for 
Ad2 for eight days. 

A serum sample is regarded as "non-neutralizing" when, at the highest serum 
25 concentration, a maximum protection of 40% is seen compared to controls without 
serum. 

The results of the analysis of 44 prototype adenoviruses against serum from 100 
healthy volunteers are shown in FIG. 1. As expected, the percentage of serum samples 
that contained neutralizing antibodies to Ad2 and Ad5 was very high. This was also true 

30 for most of the lower numbered adenoviruses. Surprisingly, none of the serum samples 
contained neutralizing antibodies to Ad35. Also, the number of individuals with 
neutralizing antibody titers to the serotypes 26, 34 and 48 was very low. Therefore, 
recombinant El -deleted adenoviruses based on Ad35 or one of the other above 
mentioned serotypes have an important advantage compared to recombinant vectors 

35 based on Ad5 with respect to clearance of the viruses by neutralizing antibodies. 
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Also, Ad5-based vectors that have (parts of) the capsid proteins involved in 
immunogenic response of the host replaced by the corresponding (parts of) the capsid 
proteins of Ad35 or one of the other serotypes will be less, or even not, neutralized by the 
vast majority of human sera. 
5 As can be seen in Table I, the VP/CCID50 ratio calculated from the virus particles 

per ml and the CCID50 obtained for each virus in the experiments was highly variable, 
and ranged from 0.4 to 5 log. This is probably caused by different infection efficiencies 
of PER.C6 cells and by differences in replication efficiency of the viruses. Furthermore, 
differences in batch qualities may play a role. A high VP/CCID50 ratio means that more 

10 viruses were put in the wells to obtain CPE in 5 days. As a consequence, the outcome of 
the neutralization study might be biased since more (inactive) virus particles could shield 
the antibodies. To check whether this phenomenon had taken place, the VP/CCED50 ratio 
was plotted against the percentage of serum samples found positive in the assay (FIG. 2). 
The graph clearly shows that there is no negative correlation between the amount of 

15 viruses in the assay and neutralization in serum. 

Example 2 

TJie prevalence of neutralizing activity (NA) to Ad35 is low in human sera from different 
.geographic locations 

20 In Example 1 the analysis of neutralizing activity ("NA") in human sera from one 

location in Belgium was described. Strikingly, of a panel of 44 adenovirus serotypes 
tested, one serotype, Ad35, was not neutralized in any of the 100 sera assayed. In 
addition, a few serotypes, Ad26, Ad34 and Ad48 were found to be neutralized in 8%, or 
less, of the sera tested. This analysis was further extended to other serotypes of 

25 adenovirus not previously tested and, using a selection of serotypes from the first screen, 
was also extended to sera from different geographic locations. 

Hereto, adenoviruses were propagated, purified and tested for neutralization in the 
CPE-inhibition assay as described in Example 1. Using the sera from the same batch as in 
Example 1, adenovirus serotypes 7B, 1 1, 14, 18 and 44/1876 were tested for 

30 neutralization. These viruses were found to be neutralized in, respectively, 59, 13, 30, 98 
and 54 % of the sera. Thus, of this series, Adl 1 is neutralized with a relatively low 
frequency. 

Since it is known that the frequency of isolation of adenovirus serotypes from 
human tissue as well as the prevalence of NA to adenovirus serotypes may differ on 
35 different geographic locations, we further tested a selection of the adenovirus serotypes 
against sera from different places. Human sera were obtained from two additional places 
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in Europe (Bristol, UK and Leiden, NL) and from two places in the United States 
(Stanford, CA and Great Neck, NY). Adenoviruses that were found to be neutralized in 
20% or less of the sera in the first screen, as well as Ad2, Ad5, Ad27, Ad30, Ad38, Ad43, 
were tested for neutralization in sera from the UK. The results of these experiments are 
5 presented in FIG. 3. Adenovirus serotypes 2 and 5 were again neutralized in a high 

percentage of human sera. Furthermore, some of the serotypes that were neutralized in a 
low percentage of sera in the first screen are neutralized in a higher percentage of sera 
from the UK, for example, Ad26 (7% vs. 30%), Ad28 (13% vs. 50%), Ad34 (5% vs. 
27%) and Ad48 (8% vs. 32%). Neutralizing activity against Adl 1 and Ad49 that were 

10 found in a relatively low percentage of sera in the first screen, are found in an even lower 
percentage of sera in this second screen (13% vs. 5% and 20% vs. 1 1% respectively). 
Serotype Ad35 that was not neutralized in any of the sera in the first screen, was now 
found to be neutralized in a low percentage (S%) of sera from the UK. The prevalence of 
NA in human sera from the UK is the lowest to serotypes Adl 1 and Ad35. 

15 For further analysis, sera obtained from two locations in the US (Stanford, CA 

and Great Neck, NY) and from The Netherlands (Leiden). FIG. 4 presents an overview of 
data" obtained with these sera and the previous data. Not all viruses were tested in all sera, 
except for Ad5, Adl 1 and Ad35. The overall conclusion from this comprehensive screen 
of human sera is that the prevalence of neutralizing activity to Ad35 is the lowest of all 

20 serotypes throughout the western countries: on average 7% of the human sera contain 
neutralizing activity (5 different locations). Another B -group adenovirus, Adl 1 is also 
neutralized in a low percentage of human sera (average 1 1% in sera from 5 different 
locations). Adenovirus type 5 is neutralized in 56% of the human sera obtained from 5 
different locations. Although not tested in all sera, D-group serotype 49 is also 

25 neutralized with relatively low frequency in samples from Europe and from one location 
of the US (average 14%). 

In the herein described neutralization experiments, a serum is judged non- 
neutralizing when, in the well with the highest serum concentration, the maximum 
protection of CPE is 40% compared to the controls without serum. The protection is 

30 calculated as follows: 

1% protection = OP corresponding well - OP virus control x 100% 

OP non-infected control - OP virus control 

35 As described in Example 1, the serum is plated in five different dilutions ranging from 4x 
to 64x diluted. Therefore, it is possible to distinguish between low titers (/.e., 
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neutralization only in the highest serum concentrations) and high titers of NA (i.e., also 
neutralization in wells with the lowest serum concentration). Of the human sera used in 
our screen that were found to contain neutralizing activity to Ad5, 70% turned out to have 
high titers whereas of the sera that contained NA to Ad35, only 15% had high titers. Of 

5 the sera that were positive for NA to Adl 1 only 8% had high titers. For Ad49, this was 
5%. Therefore, not only is the frequency of NA to Ad35, Adl 1 and Ad49 much lower as 
compared to Ad5, but of the sera that do contain NA to these viruses, the vast majority 
has low titers. Adenoviral vectors based on Adl 1, Ad35 or Ad49 have therefore a clear 
advantage over Ad5 based vectors when used as gene therapy vehicles or vaccination 

10 vectors in vivo or in any application where infection efficiency is hampered by 
neutralizing activity. 

In the following examples, the construction of a vector system for the generation 
of safe, RCA-free Ad35-based vectors is described. 

15 Example 3 

Sequence of the human adenovirus type 35 

Ad35 viruses were propagated on PER.C6 cells and DNA was isolated as follows: 
To 100 m-1 of virus stock (Ad35: 3.26xl0 12 VP/ml), 10p.l 10X DNAse buffer (130 mM 
Tris-HCl pH7.5; 1,2 M CaCl 2 ; 50mM MgCl 2 ) was added. After addition of 10 ^1 

20 lOmgr/ml DNAse I (Roche Diagnostics), the mixture was incubated for 1 hr. at 37°C. 

Following addition of 2.5^1 0.5M EDTA, 3.2^1 20% SDS and l.Sjil ProteinaseK (Roche 
Diagnostics; 20mgr/ml), samples were incubated at 50°C for 1 hr. Next, the viral DNA 
was isolated using the GENECLEAN spin kit (Biol 01 Inc.) according to the 
manufacturer's instructions. DNA was eluted from the spin column with 25 jxl sterile 

25 MilliQ water. The total sequence was generated by Qiagen Sequence Services (Qiagen 

GmbH, Germany). Total viral DNA was sheared by sonification and the ends of the DNA 
were made blunt by T4 DNA polymerase. Sheared blunt fragments were size fractionated 
on agarose gels and gel slices corresponding to DNA fragments of 1 .8 to 2.2kb were 
obtained. DNA was purified from the gel slices by the QIAquick gel extraction protocol 

30 and subcloned into a shotgun library of pUC 1 9 plasmid cloning vectors. An array of 

clones in 96-well plates covering the target DNA 8 (+/- 2) times was used to generate the 
total sequence. Sequencing was performed on Perkin-Elmer 9700 thermocyclers using 
Big Dye Terminator chemistry and AmpliTaq FS DNA polymerase followed by 
purification of sequencing reactions using QIAGEN DyeEx 96 technology. Sequencing 

35 reaction products were then subjected to automated separation and detection of fragments 
on ABI 377 XL 96 lane sequencers. Initial sequence results were used to generate a 
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contiguous sequence and gaps were filled in by primer walking reads on the target DNA 
or by direct sequencing of PCR products. The ends of the virus turned out to be absent in 
the shotgun library, most probably due to cloning difficulties resulting from the amino 
acids of pTP that remain bound to the ITR sequences after proteinase K digestion of the 
5 viral DNA. Additional sequence runs on viral DNA solved most of the sequence in those 
regions, however it was difficult to obtain a clear sequence of the most terminal 
nucleotides. At the 5 5 end the sequence portion obtained was 5 ' -CCAATAATATACCT- 

3' (SEQ. I.D. NO. ) while at the 3' end, the obtained sequence portion was 5'- 

AGGTATATTATTGATGATGGG-3 ' (SEQ. I.D. NO. ). Most human adenoviruses 

10 have a terminal sequence 5 9 -C ATC ATC AAT AATAT ACC-3 ' (SEQ. I.D. NO. _). In 
addition, a clone representing the 3 5 end of the Ad35 DNA obtained after cloning the 
terminal 7 kb Ad35 EcoRI fragment into pBr322 also turned out to have the typical 
CATCATCAATAAT... sequence. Therefore, Ad35 may have the typical end sequence 
and the differences obtained in sequencing directly on the viral DNA are due to artefacts 

15 correlated with run-off sequence runs and the presence of residual amino acids of pTP. 

The total sequence of Ad35 with corrected terminal sequences is given in FIG. 5. 
Based sequence homology with Ad5 (Genbank # M72360) and Ad7 (partial sequence 
Genbank # X03000) and on the location of open reading frames, the organization of the 
virus is identical to the general organization of most human adenoviruses, especially the 

20 subgroup B viruses. The total length of the genome is 34,794 basepairs. 



Construction of a plasmid-based vector system to generate recombinant Ad35-based 
vii~uses, 

25 A functional plasmid-based vector system to generate recombinant adenoviral vectors 
comprises the following components: 



Example 4 



An adapter plasmid comprising a left ITR and packaging sequences derived from 
Ad35 and at least one restriction site for insertion of an heterologous expression 
cassette and lacking El sequences. Furthermore, the adapter plasmid contains 



30 



Ad35 sequences 3' from the E1B coding region including the pIX promoter and 
coding sequences enough to mediate homologous recombination of the adapter 
plasmid with a second nucleic acid molecule. 



2. 



A second nucleic acid molecule, comprising sequences homologous to the adapter 



35 



plasmid, and Ad35 sequences necessary for the replication and packaging of the 
recombinant virus, that is early, intermediate and late genes that are not present in 
the packaging cell. 



WO 02/40665 



18 



PCT/NL01/00824 



3. A packaging cell providing at least functional El proteins capable of 
complementing the El function of Ad35. 

Other methods for generating recombinant adenoviruses on complementing 
packaging cells are known in the art, and may be applied to Ad35 viruses without 
- departing from the invention. As an example, the construction of a plasmid-based system, 

• as outlined above, is described in detail below. 

1 Construction of Ad35 adapt er plasmids. 

^ The adapter plasmid pAdApt (described in International Patent Application 
W099/55132) was first modified to obtain adapter plasmids that contain extended 
polylinkers and that have convenient unique restriction sites flanking the left ITR and the 
adenovirus sequence at the 3' end to enable liberation of the adenovirus insert from 
plasmid vector sequences. Construction of these plasmids is described below in detail: 

Adapter plasmid pAdApt was digested with Sail and treated with Shrimp Alkaline 
Phosphatase to reduce religation. A linker, composed of the following two 
phosphorylated and annealed oligos: ExSalPacF 5' - TCG ATG GCA AAC AGC TAT 
TAT GGG TAT TAT GGG TTC GAA TTA ATT AA- 3' (SEQ. I.D. NO. _J and 
ExSalPacR 5' - TCG ATT AAT TAA TTC GAA CCC ATA ATA CCC ATA ATA GCT 
XGTT tgc ca _ 3 ' (SEQ. I.D. NO. _J was directly ligated into the digested construct, 

• thereby replacing the Sail restriction site by Pi-Pspl, Swal and Pad. This construct was 
designated pADAPT+ExSalPac linker. Furthermore, part of the left ITR of pAdApt was 
amplified by PCR using the following primers: PCLIPMSF: 5'- CCC CAA TTG GTC 
GAC CAT CAT CAA TAA TAT ACC TTA TTT TGG -3' (SEQ. I.D. NO. _J and 
pCLIPBSRGI: 5'- GCG AAA ATT GTC ACT TCC TGT G - 3' (SEQ. I.D. NO. _). The 
amplified fragment was digested with Muni and BsrGI and cloned into P Ad5/Clip 
(described in International Patent Application W099/551 32), which was partially 
digested with EcoRI and after purification digested with BsrGI, thereby re-inserting the 
left ITR and packaging signal. After restriction enzyme analysis, the construct was 
digested with Seal and SgrAI and an 800 bp fragment was isolated from gel and ligated 
into Scal/SgrAI digested pADAPT+ExSalPac linker. The resulting construct, designated 
pIPspSalAdapt, was digested with Sail, dephosphorylated, and ligated to the 
phosphorylated ExSalPacF/ExSalPacR double-stranded linker previously mentioned. A 
clone in which the Pad site was closest to the ITR was identified by restriction analysis 
and sequences were confirmed by sequence analysis. This novel pAdApt construct, 
termed pIPspAdapt thus harbours two ExSalPac linkers containing recognition sequences 
for Pad, PI-PspI and BstBI, which surround the adenoviral part of the adenoviral adapter 



WO 02/40665 



19 



PCT/NLO 1/00824 



construct, and which can be used to linearize the plasmid DNA prior to cotransfection 
with adenoviral helper fragments. 

In order to further increase transgene cloning permutations, a number of 
polylinker variants were constructed based on pIPspAdapt. For this purpose, pIPsp Adapt 
5 was first digested with EcoRI and dephosphorylated. A linker composed of the following 
two phosphorylated and annealed oligos: Ecolinker*-: 5' — AAT TCG GCG CGC CGT 
CGA CGA TAT CGA TAG CGG CCG C -3' (SEQ. I.D. NO. _) and Ecolinker-: 5' - 
AAT TGC GGC CGC TAT CGA TAT CGT CGA CGG CGC GCC G -3' (SEQ. I.D. 
NO. ) was ligated into this construct, thereby creating restriction sites for AscI, Sail, 

10 EcoRV, Clal and Notl. Both orientations of this linker were obtained, and sequences 

were confirmed by restriction analysis and sequence analysis. The plasmid containing the 
polylinker in the order 5' HindlH, Kpnl, Agel, EcoRI, AscI, Sail, EcoRV, Clal, Notl, 
Nhel, Hpal, BamHI and Xbal was termed pDPspAdaptl while the plasmid containing the 
polylinker in the order HindHI, Kpnl, Agel, Notl, Clal, EcoRV, Sail, AscI, EcoRI, Nhel, 

1 5 Hpal, BamHI and Xbal was termed pIPspAdapt2. 

To facilitate the cloning of other sense or antisense constructs, a linker composed 
of the following two oligonucleotides was designed, to reverse the polylinker of 
pIPsp Adapt: HindXba-l- 5' -AGC TCT AGA GGA TCC GTT AAC GCT AGC GAA TTC 
ACC GGT ACC AAG CTT A-3' (SEQ. I.D. NO. HindXba- 5'-CTA GTA AGC 

20 TTG GTA CCG GTG AAT TCG CTA GCG TTA ACG GAT CCT CTA G-3' (SEQ. I.D. 

NO. ). This linker was ligated into HindlH/Xbal digested pIPspAdapt and the correct 

construct was isolated. Confirmation was done by restriction enzyme analysis and 
sequencing. This new construct, pIPspAdaptA, was digested with EcoRI and the 
previously mentioned Ecolinker was ligated into this construct. Both orientations of this 

25 linker were obtained, resulting in pIPspAdapt3, which contains the polylinker in the order 
Xbal, BamHI, Hpal, Nhel, EcoRI, AscI, Sail, EcoRV, Clal, Notl, Agel, Kpnl and 
HindlH. All sequences were confirmed by restriction enzyme analysis and sequencing. 

Adapter plasmids based on Ad35 were then constructed as follows: 
The left ITR and packaging sequence corresponding to Ad35 wt sequences nucleotides 1 

30 to 464 (FIG. 5) were amplified by PCR on wtAd35 DNA using the following primers: 
lPrimer35Fl: 

25'-CGG AAT TCT TAA TTA ATC GAC ATC ATC AAT AAT ATA CCT TAT AG-3 ' 
(SEQ. I.D. NO. _) 
Primer 3 5R2: 

35 5'-GGT GGT CCT AGG CTG ACA CCT ACG TAA AAA CAG-3' (SEQ. I.D. NO. _) 
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Amplification introduces a Pad site at the 5' end and an Avrll site at the 3* end of the 
sequence. 

For the amplification, Platinum Pfx DNA polymerase enzyme (LTI) was used 
according to manufacturer's instructions, but with primers at 0.6 \iM and with DMSO 
5 r added to a final concentration of 3%. Amplification program was as follows: 2 min. at 
•■: 94°C, (30 sec. 94°C, 30 sec. at 56°C, 1 min. at 68°C) for 30 cycles, followed by 10 min. at 
: 68°C. 

The PCR product was purified using a PCR purification kit (LTI) according to the 
manufacturer's instructions, and digested with Pad and Avrll. The digested fragment was 

1 0 then purified from gel using the GENECLEAN kit (Bio 1 0 1 , Inc.). The Ad5-based 

adapter plasmid pIPspAdApt-3 was digested with Avrll and then partially with Pad and 
the 5762 bp fragment was isolated in an LMP agarose gel slice and ligated with the 
abovementioned PCR fragment digested with the same enzymes and transformed into 
electrocompetent DH10B cells (LTI). The resulting clone is designated pIPspAdApt3- 

15 Ad351ITR. 

In parallel, a second piece of Ad35 DNA was amplified using the following 
primers: 

335F3: 5'- TGG TGG AGA TCT GGT GAG TAT TGG GAA AAC-3' (SEQ. I.D. NO. 

20 435R4: 5'- CGG AAT TCT TAA TTA AGG GAA ATG CAA ATC TGT GAG G-3' 
(SEQ. I.D. NO. _) 

The sequence of this fragment corresponds to nucleotides 3401 to 4669 of 
wtAd35 (FIG. 5) and contains 1.3kb of sequences starting directly 3' from the E IB 55k 
coding sequence. Amplification and purification were done as previously described 

25 herein for the fragment containing the left ITR and packaging sequence. The PCR 

fragment was then digested with Pad and subcloned into pNEB193 vector (New England 
Biolabs) digested with Smal and Pad. The integrity of the sequence of the resulting clone 
was checked by sequence analysis. pNEB/Ad35pF3R4 was then digested with Bglll and 
Pad and the Ad35 insert was isolated from gel using the QIAExII kit (Qiagen). 

30 pIPspAdApt3-Ad351ITR was digested with Bglll and then partially with Pad. The 3624 
bp fragment (containing vector sequences, the Ad35 ITR and packaging sequences as 
well as the CMV promoter, multiple cloning region and polyA signal) was also isolated 
using the QIAExII kit (Qiagen). Both fragments were ligated and transformed into 
competent DH10B cells (LTI). The resulting clone, pAdApt35EP3, has the expression 

35 cassette from pDPspAdApt3 but contains the Ad35 left ITR and packaging sequences and 
a second fragment corresponding to nucleotides 3401 to 4669 from Ad35. A second 
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version of the Ad35 adapter plasmid having the multiple cloning site in the opposite 
orientation was made as follows: 

pDPspAdaptl was digested with Ndel and Bgin and the 0.7 kbp band containing 
part of the CMV promoter, the MCS and SV40 polyA was isolated and inserted in the 
5 corresponding sites of pAdApt35EP3 generating pAdApt35IPl (Fig. 6). 

pAdApt35.LacZ and pAdApt35.Luc adapter plasmids were then generated by 
inserting the transgenes from pcDNAXacZ (digested with Kpnl and BamHI) and 
pAdApt.Luc (digested with Hindlll and BamHI) into the corresponding sites in 
pAdApt35IPl. The generation of pcDNAXacZ and pAdApt.Luc is described in 
1 0 International Patent Application W099/55 1 32. 

2) Construction of cosmid pWE.Ad3S.pIX-rITR 

FIG. 7 presents the various steps undertaken to construct the cosmid clone 
containing Ad35 sequences from bp 3401 to 34794 (end of the right ITR) that are 
15 described in detail below. 

A first PCR fragment (pDG-Ndel) was generated using the following primer set: 
535F5: 5'-CGG AAT TCG CGG CCG CGG TGA GTA TTG GGA AAA C -3 ' (SEQ. 
LD. NO. _J 

635R6: 5'-CGC CAG ATC GTC TAC AGA ACA G-3' (SEQ. LD. NO. _) 
20 DNA polymerase Pwo (Roche) was used according to manufacturer's 

instructions, however, with an end concentration of 0.6 jiM of both primers and using 50 

ngr wt Ad35 DNA as template. Amplification was done as follows: 2 min. at 94 °C, 30 

cycles of 30 sec. at 94 °C, 30 sec. at 65 °C and 1 min. 45 sec. at 72 °C, followed by 8 min. 

at 68 °C. To enable cloning in the TA cloning vector PCR2.1, a last incubation with 1 unit 
25 superTaq polymerase (HT Biotechnology LTD) for 1 0 min. at 72 °C was performed. 

The 3370 bp amplified fragment contains Ad35 sequences from bp 3401 to 6772 

with a NotI site added to the 5* end. Fragments were purified using the PCR purification 

kit (LTI). 

A second PCR fragment (Ndel-rlTR) was generated using the following primers: 
30 735F7: 5'-GAA TGC TGG CTT CAG TTG TAA TC -3' (SEQ. LD. NO. _) 

835R8: 5'- CGG AAT TCG CGG CCG CAT TTA AAT CAT CAT CAA TAA TAT 

ACC-3' (SEQ. LD. NO. ) 

Amplification was done with pfx DNA polymerase (LTI) according to 
manufacturer's instructions but with 0.6 of both primers and 3% DMSO using 10 
35 ngr. of wtAd35 DNA as template. The program was as follows: 3 min. at 94 °C and 5 
cycles of 30 sec. at 94 °C, 45 sec. at 40 °C, 2 min.45 sec. at 68 °C followed by 25 cycles 
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of 30 sec. at 94 °C, 30 sec. at 60 °C, 2 min.45 sec. at 68 °C. To enable cloning in the TA- 
cloning vector PCR2.1, a last incubation with 1 unit superTaq polymerase for 10 min. at 
72 °C was performed. The 1.6 kb amplified fragment ranging from nucleotides 33178 to 
the end of the right ITR of Ad35, was purified using the PCR purification kit ( LTI). 
5 ^ Both purified PCR fragments were ligated into the PCR2. 1 vector of the TA- 

cloning kit (Invitrogen) and transformed into STBL-2 competent cells (LTI). Clones 
^ containing the expected insert were sequenced to confirm correct amplification. Next, 
both fragments were excised from the vector by digestion with NotI and Ndel and 
purified from gel using the GENECLEAN kit (BIO 101, Inc.). Cosmid vector pWE15 

10 (Clontech) was digested with NotI, dephosphorylated and also purified from gel. These 
three fragments were ligated and transformed into STBL2 competent cells (LTI). One of 
the correct clones that contained both PCR fragments was then digested with Ndel, and 
the linear fragment was purified from gel using the GENECLEAN kit. Ad35 wt DNA 
was digested with Ndel and the 26.6 kb fragment was purified from LMP gel using 

15 agarase enzyme (Roche) according to the manufacturer's instructions. These fragments 
were ligated together and packaged using XI phage packaging extracts (Stratagene) 
according to the manufacturer's protocol. After infection into STBL-2 cells, colonies 
were grown on plates and analysed for presence of the complete insert. One clone with 
the large fragment inserted in the correct orientation and having the correct restriction 

20 patterns after independent digestions with three enzymes (Ncol, PvuII and Seal) was 
^.selected. This clone is designated pWE.Ad35.pIX-rITR. It contains the Ad35 sequences 
from bp 3401 to the end and is flanked by NotI sites (FIG. 8). 

31 Generation of Ad35 based recombinant viruses on PER.C6. 

25 Wild type Ad35 virus can be grown on PER.C6 packaging cells to very high 

titers. However, whether the Ad5-El region that is present in PER.C6 is able to 
complement El-deleted Ad35 recombinant viruses is unknown. To test this, PER.C6 cells 
were cotransfected with the above described adapter plasmid pAdApt35.LacZ and the 
large backbone fragment pWE.Ad35.pIX-rITR. First, pAdApt35.LacZ was digested with 

30 Pad and pWE.Ad35.pIX-rITR was digested with NotI. Without further purification, 4 
Hgr of each construct was mixed with DMEM (LTI) and transfected into PER.C6 cells, 
seeded at a density of 5x1 0 6 cells in a T25 flask the day before, using Lipofectamin (LTI) 
according to the manufacturer's instructions. As a positive control, 6\xgjc of Pad digested 
pWE.Ad35.pDC-rITR DNA was cotransfected with a 6.7 kb Nhel fragment isolated from 

35 Ad35 wt DNA containing the left end of the viral genome including the El region. The 
next day, medium (DMEM with 10% FBS and lOmM MgCl 2 ) was refreshed and cells 
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were further incubated. At day 2 following the transfection, cells were trypsinized and 
transferred to T80 flasks. The positive control flask showed CPE at five days following 
transfection, showing that the pWE.Ad35.pIX-rITR construct is functional at least in the 
presence of Ad35-El proteins. The transfection with the Ad35 LacZ adapter plasmid and 
5 pWE.Ad35.pIX-rITR did not give rise to CPE. These cells were harvested in the medium 
at day 10 and freeze/thawed once to release virus from the cells. 4 ml bf the harvested 
material was added to a T80 flask with PER.C6 cells (at 80% confluency) and incubated 
for another five days. This harvest/re-infection was repeated for two times but there was 
no evidence for virus associated CPE. 

10 From this experiment, it seems that the Ad5-El proteins are not, or not well 

enough, capable of complementing Ad35 recombinant viruses, however, it may be that 
the sequence overlap of the adapter plasmid and the pWE.Ad35.pIX-rITR backbone 
plasmid is not large enough to efficiently recombine and give rise to a recombinant virus 
genome. The positive control transfection was done with a 6.7kb left end fragment and 

15 therefore the sequence overlap was about 3.5kb. The adapter plasmid and the 

pWE.Ad35.pDC-rITR fragment have a sequence overlap of 1.3kb. To check whether the 
sequence overlap of 1 .3 kb is too small for efficient homologous recombination, a 
cotransfection was done with Pad digested pWE.Ad35.pIX-rITR and a PCR fragment of 
Ad35 wt DNA generated with the above mentioned 35F1 and 35R4 using the same 

20 procedures as previously described herein. The PCR fragment thus contains left end 
sequences up to bp 4669 and, therefore, has the same overlap sequences with 
pWE.Ad35.pDC-rITR as the adapter plasmid pAdApt35.LacZ, but has Ad35 El 
sequences. Following PCR column purification, the DNA was digested with Sail to 
remove possible intact template sequences. A transfection with the digested PCR product 

25 alone served as a negative control. Four days after the transfection, CPE occurred in the 
cells transfected with the PCR product and the Ad35 pIX-rlTR fragment, and not in the 
negative control. This result shows that a 1.3kb overlapping sequence is sufficient to 
generate viruses in the presence of Ad35 El proteins. From these experiments, we 
conclude that the presence of at least one of the Ad35.El proteins is necessary to generate 

30 recombinant Ad35 based vectors from plasmid DNA on Ad5 complementing cell lines. 
9 
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Example 5 

JTj Construction of Ad35.El expression plasmids 

Since Ad5-El proteins in PER.C6 are incapable of complementing Ad35 
.recombinant viruses efficiently, Ad35 El proteins have to be expressed in Ad5 
5 ^complementing cells (e.g., PER.C6). Alternatively, a new packaging cell line expressing 
Ad35 El proteins has to be made, starting from either diploid primary human cells or 
^established cell lines not expressing adenovirus El proteins. To address the first 
possibility, the Ad35 El region was cloned in expression plasmids as described below. 
First, the Ad35 El region from bp 468 to bp 3400 was amplified from wtAd35 
1 0 DNA using the following primer set: 

135F1 1: 5'-GGG GTA CCG AAT TCT CGC TAG GGT ATT TAT ACC-3' (SEQ. LD. 
NO. _) 

235F10: 5'-GCT CTA GAC CTG CAG GTT AGT CAG TTT CTT CTC CAC TG-3' 
(SEQ. LD. NO. _) 
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This PCR introduces a Kpnl and EcoRI site at the 5' end and an Sbfl and Xbal 
site at the 3' end. 

Amplification on 5 ngr. template DNA was done with Pwo DNA polymerase 
(Roche) using the manufacturer's instructions, however, with both primers at a final 
5 concentration of 0.6 ^M. The program was as follows: 2 min. at 94 °C, 5 cycles of 30 sec. 
at 94 °C, 30 sec. at 56 °C and 2 min. at 72 °C, followed by 25 cycles of 30 sec. at 94°C, 30 
sec. at 60 °C and 2 min. at 72 °C, followed by 10 min. at 72 °C. PCR product was purified 
by a PCR purification kit (LTI) and digested with Kpnl and Xbal. The digested PCR 
fragment was then ligated to the expression vector pRSVhbvNeo (see below) also 
10 digested with Kpnl and Xbal. Ligations were transformed into competent STBL-2 cells 
(LTI) according to manufacturer's instructions and colonies were analysed for the correct 
insertion of Ad35El sequences into the polylinker in between the RSV promoter and 
HBV polyA. 

The resulting clone was designated pRSV.Ad35-El (FIG. 9). The Ad35 sequences 

1 5 in pRS V. Ad3 5-E 1 were checked by sequence analysis. 

pRSVhbvNeo was generated as follows: pRc-RSV (Invitrogen) was digested with 
PvuII, dephosphorylated with TSAP enzyme (LTI), and the 3kb vector fragment was 
isolated in low melting point agarose (LMP). Plasmid pPGKneopA (FIG. 10; described in 
International Patent Application W096/35798) was digested with Sspl completely to 

20 linearize the plasmid and facilitate partial digestion with PvuII. Following the partial 
digestion with PvuII, the resulting fragments were separated on a LMP agarose gel and 
the 2245 bp PvuII fragment, containing the PGK promoter, neomycin-resistance gene and 
HBVpolyA, was isolated. Both isolated fragments were ligated to give the expression 
vector pRS V-pNeo that now has the original S V40prom-neo-SV40polyA expression 

25 cassette replaced by a PGKprom-neo-HBVpolyA cassette (FIG. 1 1). This plasmid was 
further modified to replace the BGHpA with the HBVpA as follows: pRSVpNeo was 
linearised with Seal and further digested with Xbal. The 1 145 bp fragment, containing 
part of the Amp gene and the RSV promoter sequences and polylinker sequence, was 
isolated from gel using the GeneClean kit (Bio Inc. 101). Next, pRSVpNeo was 

30 linearised with Seal and further digested with EcoRI partially and the 3704 bp fragment 
containing the PGKneo cassette and the vector sequences were isolated from gel as 
above. A third fragment, containing the HBV polyA sequence flanked by Xbal and 
EcoRI at the 5' and 3' end respectively, was then generated by PCR amplification on 
pRSVpNeo using the following primer set: 

35 3HB V-F: 5 GGC TCT AGA GAT CCT TCG CGG GAC GTC -3 ' (SEQ. I.D. NO. _J 
and 
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4HBV-R: 5'- GGC GAA TTC ACT GCC TTC CAC CAA GC -3' (SEQ. I.D. NO. _). 

Amplification was done with Elongase enzyme (LTI) according to the 
manufacturer's instructions with the following conditions: 30 seconds at 94°C, then 5 
cycles of 45 seconds at 94 °C, 1 minute at 42 °C and 1 minute 68 °C, followed by 30 
5 cycles of 45 seconds at 94 °C, 1 minute at 65 °C and 1 minute at 68 °C, followed by 10 
minutes at 68 °C. The 625 bp PCR fragment was then purified using the Qiaquick PGR 
purification kit, digested with EcoRI and Xbal and purified from gel using the 
GENECLEAN kit. The three isolated fragments were ligated and transformed into DH5a 
competent cells (LTI) to give the construct pRSVhbvNeo (FIG. 12). In this construct, the 
1 0 transcription regulatory regions of the RSV expression cassette and the neomycin 
selection marker are modified to reduce overlap with adenoviral vectors that often 
contain CMV and SV40 transcription regulatory sequences. 

2) Generation of Ad35 recombinant viruses on PER. C6 cells cotransfected with an 

15 Ad35-El expression construct . 

PER.C6 cells were seeded at a density of 5 x 10 6 cells in a T25 flask and, the next 
day, transfected with a DNA mixture containing: 
1 fig pAdApt35.LacZ digested with Pad 
5,jigpRSV.Ad35El undigested 

20 2 .fig pWE.Ad35 .pDt-rlTR digested with NotI 

Transfection was done using Lipofectamine according to the manufacturer's 
instructions. Five hours after addition of the transfection mixture to the cells, medium 
was removed and replaced by fresh medium. After two days, cells were transferred to 
T80 flasks and further cultured. One week post-transfection, 1 ml of the medium was 

25 added to A549 cells and, the following day, cells were stained for LacZ expression. Blue 
cells were clearly visible after two hours of staining indicating that recombinant LacZ 
expressing viruses were produced. The cells were further cultured, but no clear 
appearance of CPE was noted. However, after 12 days, clumps of cells appeared in the 
monolayer and 18 days following transfection, cells were detached. Cells and medium 

30 were then harvested, freeze-thawed once, and 1 ml of the crude lysate was used to infect 
PER.C6 cells in a 6-well plate. Two days after infection, cells were stained for LacZ 
activity. After two hours, 1 5% of the cells were stained blue. To test for the presence of 
wt and / or replicating competent viruses, A549 cells were infected with these viruses and 
further cultured. No signs of CPE were found indicating the absence of replication 

35 competent viruses. These experiments show that recombinant AdApt35.LacZ viruses 
were made on PER.C6 cells cotransfected with an Ad35-El expression construct. 
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Ad35 recombinant viruses escape neutralization in human serum containing neutralizing 
activity to Ad5 viruses. 

The AdApt35.LacZ viruses were then used to investigate infection in the presence 
of serum that contains neutralizing activity to Ad5 viruses. Purified Ad5-based LacZ 
5 virus served as a positive control for NA. Hereto, PER.C6 cells were seeded in a 24-wells 
plate at a density of 2x1 0 5 cells/well. The next day, a human serum sample with high 
neutralizing activity to Ad5 was diluted in culture medium in five steps of five times 
dilutions. 0.5 ml of diluted serum was then mixed with 4xl0 6 virus particles 
AdApt5.LacZ virus in 0.5 ml medium and after 30 minutes of incubation at 37 °C, 0.5 ml 

10 of the mixture was added to PER.C6 cells in duplicate. For the AdApt35.LacZ viruses, 
0.5 ml of the diluted serum samples were mixed with 0.5 ml crude lysate containing 
AdApt35.LacZ virus and after incubation 0.5 ml of this mixture was added to PER.C6 
cells in duplo. Virus samples incubated in medium without serum were used as positive 
controls for infection. After two hours of infection at 37 °C, medium was added to reach a 

15 final volume of 1 ml and cells were further incubated. Two days after infection, cells 

were stained for LacZ activity. The results are shown in Table II. From these results, it is 
clear that whereas AdAptSXacZ viruses are efficiently neutralized, AdApt35.LacZ 
viruses remain infectious irrespective of the presence of human serum. This proves that 
recombinant Ad35-based viruses escape neutralization in human sera that contain NA to 

20 Ad5-based viruses. 

Example 6 

Generation of cell lines capable of complementing El-deleted Ad35 viruses 
Generation of pIG135 andpIG270 

25 Construct pIG.ElA.E IB (FIG. 13) contains El region sequences of Ad5 

corresponding to nucleotides 459 to 3510 of the wt Ad5 sequence (Genbank accession 
number M72360) operatively linked to the human phosphoglycerate kinase promoter 
("PGK") and the Hepatitis B Virus polyA sequences. The generation of this construct is 
described in International Patent Application No. WO97/00326. The El sequences of 

30 Ad5 were replaced by corresponding sequences of Ad35 as follows. pRSV.Ad35-El 
(described in Example 5) was digested with EcoRI and Sse8387I and the 3 kb fragment 
corresponding to the Ad35 El sequences was isolated from gel. Construct pIG.ElA.ElB 
was digested with Sse8387I completely and partially with EcoRI. The 4.2 kb fragment 
corresponding to vector sequences without the Ad5 El region but retaining the PGK 

35 promoter were separated from other fragments on LMP agarose gel and the correct band 
was excised from gel. Both obtained fragments were ligated resulting in pIG.Ad35-El. 
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This vector was further modified to remove the LacZ sequences present in the 
pUCl 19 vector backbone. Hereto, the vector was digested with BsaAI and BstXI and the 
large fragment was isolated from gel. A double stranded oligo was prepared by annealing 
the following two oligos: 
5 -jIBBI: 5'-GTG CCT AGG CCA CGG GG-3' (SEQ. I.D. NO. _) and 
,2BB2: 5'-GTG GCC TAG GCA C-3' (SEQ. LD. NO. _). 

Ligation of the oligo and the vector fragment resulted in construct pIG135 (FIG. 
14). Correct insertion of the oligo restores the BsaAI and BstXI sites and introduces a 
unique Avrll site. Next, we introduced a unique site at the 3' end of the Ad35-El 
10 expression cassette in pIG135. Hereto, the construct was digested with Sapl and the 3' 
protruding ends were made blunt by treatment with T4 DNA polymerase. The thus 
treated linear plasmid was further digested with BsrGI and the large vector-containing 
fragment was isolated from gel. To restore the 3' end of the HBVpolyA sequence and to 
introduce a unique site, a PCR fragment was generated using the following primers: 
15 3270F: 5'- CAC CTC TGC CTA ATC ATC TC -3 5 (SEQ. I.D. NO. _) and 

4270R: 5'- GCT CTA GAA ATT CCA CTG CCT TCC ACC -3' (SEQ. LD. NO. _). 

The PCR was performed on pIG.Ad35.El DNA using Pwo polymerase (Roche) 
according to the manufacturer's instructions. The obtained PCR product was digested 
swith BsrGI and dephosphorylated using Tsap enzyme (LTI), the latter to prevent insert 
20 dimerization on the BsrGI site. The PCR fragment and the vector fragment were ligated 
to yield construct pIG270 (FIG. 1 5). 

Ad3 5 El sequences are capable of transforming rat primar\> cells 

New born WAG/RIJ rats were sacrificed at 1 week of gestation and kidneys were 

25 isolated. After careful removal of the capsule, kidneys were disintegrated into a single 
cell suspension by multiple rounds of incubation in trypsin/EDTA (LTI) at 37 °C and 
collection of floating cells in cold PBS containing 1% FBS. When most of the kidney was 
trypsinized all cells were re-suspended in DMEM supplemented with 10% FBS and 
filtered through a sterile cheesecloth. Baby Rat Kidney (BRK) cells obtained from one 

30 kidney were plated in 5 dishes (Greiner, 6 cm). When a confluency of 70-80% was 
reaiched, the cells were transfected with 1 or 5 figr DNA/dish using the CaP0 4 
precipitation kit (LTI) according to the manufacturer's instructions. The following 
constructs were used in separate transfections: pIG.ElA.ElB (expressing the Ad5-El 
region), pRSV.Ad35-El, pIG.Ad35-El and pIG270 (expressing the Ad35-El region). 

35 Cells were incubated at 37 °C, 5% CO2 until foci of transformed cells appeared. Table in 
shows the number of foci that resulted from several transfection experiments using 
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circular or linear DNA. As expected, the Ad5-El region efficiently transformed BRK 
cells. Foci also appeared in the Ad35-El transfected cell layer although with lower 
efficiency. The Ad35 transformed foci appeared at a later time point: ~2 weeks post 
transfection compared with 7-10 days for Ad5-El. These experiments clearly show that 

5 the El genes of the B group virus Ad35 are capable of transforming primary rodent cells. 
This proves the functionality of the Ad35-El expression constructs and confirms earlier 
findings of the transforming capacity of the B-group viruses Ad3 and Ad7 (Dijkema, 
1979). To test whether the cells in the foci were really transformed a few foci were 
picked and expanded. From the 7 picked foci at least 5 turned out to grow as established 

10 cell lines. 

Generation of new packaging cells derived from primary human amniocytes 

Amniotic fluid obtained after amniocentesis was centrifuged and cells were re- 
suspended in AmnioMax medium (LTI) and cultured in tissue culture flasks at 37 °C and 

15 10 % CO2. When cells were growing nicely (approximately one cell division/24 hrs.), the 
medium was replaced with a 1 :1 mixture of AmnioMax complete .medium and DMEM 
low glucose medium (LTI) supplemented with Glutamax I (end concentration 4mM, LTI) 
and glucose (end concentration 4.5 gr/L, LTI) and 10% FBS (LTI). For transfection ~ 
5xl0 5 cells were plated in 10 cm tissue culture dishes. The day after, cells were 

20 transfected with 20 jxgr of circular pIG270/dish using the CaP0 4 transfection kit (LTI) 
according to manufacturer's instructions and cells were incubated overnight with the 
DNA precipitate. The following day, cells were washed 4 times with PBS to remove the 
precipitate and further incubated for over three weeks until foci of transformed cells 
appeared. Once a week the medium was replaced by fresh medium. Other transfection 

25 agents like, but not limited to, LipofectAmine (LTI) or PEI (Polyethylenimine, high 

molecular weight, water-free, Aldrich) were used. Of these three agents PEI reached the 
best transfection efficiency on primary human amniocytes: -1% blue cells 48 hrs. 
Following transfection of pAdApt35. LacZ. 

Foci are isolated as follows. The medium is removed and replaced by PBS after 

30 which foci are isolated by gently scraping the cells using a 50-200 \x\ Gilson pipette with 
a disposable filter tip. Cells contained in ~10 pml PBS were brought in a 96 well plate 
containing 15 p.1 trypsin/EDTA (LTI) and a single cell suspension was obtained by 
pipetting up and down and a short incubation at room temperature. After addition of 200 
\i\ of the above described 1:1 mixture of AmnioMax complete medium and DMEM with 

35 supplements and 10% FBS, cells were further incubated. Clones that continued to grow 
were expanded and analysed their ability to complement growth of El -deleted adenoviral 



WO 02/40665 



30 



PCT/NLO 1/00824 



vectors of different sub-groups, specifically ones derived from B-group viruses 
specifically from Ad35 or Adl 1. 

Generation of new packaging cell lines from HER cells 
5 HER cells are isolated and cultured in DMEM medium supplemented with 10% 

FBS (LTI). The day before transfection, ~5xl0 5 cells are plated in 6 cm dishes and 
xultured overnight at 37 °C and 10% C0 2 . Transfection is done using the CaP0 4 
precipitation kit (LTI) according to the manufacturer's instructions. Each dish is 
transfected with 8-10 jomgr pIG270 DNA, either as a circular plasmid or as a purified 

1 0 fragment. To obtain the purified fragment, pIG270 was digested with Avrll and Xbal and 
the 4 kb fragment corresponding to the Ad35 El expression cassette was isolated from 
gel by agarase treatment (Roche). The following day, the precipitate is washed away 
carefully by four washes with sterile PBS. Then fresh medium is added and transfected 
cells are further cultured until foci of transformed cells appear. When large enougjbi (>100 

15 cells) foci are picked and brought into 96-wells as described above. Clones of 

transformed HER cells that continue to grow, are expanded and tested for their ability to 
complement growth of El -deleted adenoviral vectors of different sub-groups specifically 
ones derived from B-group viruses specifically from Ad35 or Adl 1 . 

20 Jsfew packaging cell lines derived from PER. C6 

As described in Example 5, it is possible to generate and grow Ad35 El -deleted 
viruses on PER.C6 cells with cotransfection of an Ad35-El expression construct, e.g. 
pRSV.Ad35.El. However, large-scale production of recombinant adenoviruses using this 
method is cumbersome because, for each amplification step, a transfection of the Ad35- 

25 El construct is needed. In addition, this method increases the risk of non-homologous 
recombination between the plasmid and the virus genome with high chances of 
generation of recombinant viruses that incorporate El sequences resulting in replication 
competent viruses. To avoid this, the expression of Ad35-El proteins in PERC6 has to 
be mediated by integrated copies of the expression plasmid in the genome. Since PER.C6 

30 cells are already transformed and express Ad5-El proteins, addition of extra Ad35-El 
expression may be toxic for the cells, however, it is not impossible to stably transfect 
transformed cells with El proteins since Ad5-El expressing A549 cells have been 
generated. 

In an attempt to generate recombinant adenoviruses derived from subgroup B 
35 virus Ad7, Abrahamsen et ah (1997) were not able to generate El -deleted viruses on 293 
cells without contamination of wt Ad7. Viruses that were picked after plaque purification 
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on 293-ORF6 cells (Brough et al z 1996) were shown to have incorporated Ad7 E1B 
sequences by non-homologous recombination. Thus, efficient propagation of Ad7 
recombinant viruses proved possible only in the presence of Ad7-E1B expression and 
Ad5-E4-ORF6 expression. The E1B proteins are known to interact with cellular as well 
5 as viral proteins (Bridge et aL 9 1993; White, 1995). Possibly, the complex formed 

between the E1B 55K protein and E4-ORF6 which is necessary to increase mRNA export 
of viral proteins and to inhibit export of most cellular mRNAs, is critical and in some way 
serotype specific. The above experiments suggest that the El A proteins of Ad5 are 
capable of complementing an Ad7-E1A deletion and that Ad7-E1B expression in 

10 adenovirus packaging cells on itself is not enough to generate a stable complementing 
cell line. To test whether one or both of the Ad35-E1B proteins is/are the limiting factor 
in efficient Ad35 vector propagation on PER.C6 cells, we have generated an Ad35 
adapter plasmid that does contain the E1B promoter and E1B sequences but lacks the 
promoter and the coding region for El A. Hereto, the left end of wtAd35 DNA was 

15 amplified using the primers 35F1 and 35R4 (both described in Example 4) with Pwo 

DNA polymerase (Roche) according to the manufacturer's instructions. The 4.6 kb PCR 
product was purified using the PCR purification kit (LTI) and digested with SnaBI and 
Apal enzymes. The resulting 4.2 kb fragment was then purified from gel using the 
QIAExII kit (Qiagen). Next, pAdApt35EPl (Example 4) was digested with SnaBI and 

20 Apal and the 2.6 kb vector-containing fragment was isolated from gel using the 
GeneClean kit (BIO 101, Inc). Both isolated fragments were ligated to give 
pBr/Ad351eftITR-pDC (FIG.16). Correct amplification during PCR was verified by a 
functionality test as follows: The DNA was digested with BstBI to liberate the Ad35 
insert from vector sequences and 4 \xq of this DNA was co-transfected with 4 jxg of 

25 NotI digested pWE/Ad35.p!X-rITR (Example 4) into PER.C6 cells. The transfected cells 
were passaged to T80 flasks at day 2 and again two days later CPE had formed showing 
that the new pBr/Ad35.1eftITR-pIX construct contains functional El sequences. The 
pBr/Ad35.1eftITR-pIX construct was then further modified as follows. The DNA was 
digested with SnaBI and Hindlll and the 5' Hindi! overhang was filled in using Klenow 

30 enzyme. Religation of the digested DNA and transformation into competent cells (LTI) 
gave construct pBr/Ad3 51eftITR-pIX ADE 1 A (FIG. 17). This latter construct contains the 
left end 4.6 kb of Ad35 except for E1A sequences between bp 450 and 1341 (numbering 
according to wtAd35, FIG. 5) and thus lacks the El A promoter and most of the El A 
coding sequences. pBr/Ad35.1eftITR-pIXADElA was then digested with BstBI and 2 \xg 

35 of this construct was co-transfected with 6 yxxag r of NotI digested 
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pWE/Ad35 .pIX-rlTR (Example 4) into PER.C6 cells. One week following 
transfection full CPE had formed in the transfected flasks. 

This experiment shows that the Ad35-E1A proteins are functionally 
e. complemented by Ad5-El A expression in PER.C6 cells and that at least one of the Ad35- 

■4f 5 E10B proteins cannot be complemented by Ad5-El expression in PER.C6. It further 

S shows that it is possible to make a complementing cell line for Ad35 El -deleted viruses 

; ? by expressing Ad35-E1B proteins in PER.C6. Stable expression of Ad35-E1B sequences 

from integrated copies in the genome of PER.C6 cells may be driven by the E1B 
promoter and terminated by a heterologous poly-adenylation signal like, but not limited 
10 to, the HBVpA. The heterologous pA signal is necessary to avoid overlap between the 

E1B insert and the recombinant vector, since the natural E1B termination is located in the 
pIX transcription unit that has to be present on the adenoviral vector. Alternatively, the 
E1B sequences may be driven by a heterologous promoter like, but not limited to the 
human PGK promoter or by an inducible promoter like, but not limited to the 7xtetO 
15 promoter (Gossen and Bujard, 1992). Also in these cases the transcription termination is 
mediated by a heterologous pA sequence, e.g. the HBV pA. The Ad35-E1B sequences at 
least comprise one of the coding regions of the E1B 21K and the E1B 55K proteins 
located between nucleotides 161 1 and 3400 of the wt Ad35 sequence. The insert may also 
include (part of the) Ad35-E1B sequences between nucleotides 1550 and 1611 of the wt 
20 Ad35 sequence. 

Example 7 

Ad35-based viruses deleted for El A and El B-2 IK genes efficiently propagate on Ad5 
complementing cell lines. 
25 The generation of Ad35-based viruses that are deleted for El A and retain the full 

E1B region is described in Example 6 of this application. Such viruses can be generated 
and propagated on the Ad5 complementing cell line PER.C6. The E1B region comprises 
partially overlapping coding sequences for the two major proteins 21K and 55K (Bos et 
aL, 198 1). Whereas during productive wt adenoviral infection both 21K and 55K are 
30 involved in counteracting the apoptose-inducing effects of El A proteins, the El B 55K 
protein has been suggested to have additional functions during the late phase of virus 
infection. These include the accumulation of viral mRNAs, the control of late viral gene 
expression and the shutoff of most host mRNAs at the level of mRNA transport (Babiss 
et ah, 1984, 1985; Pilder et aL 9 1986). A complex formed between E1B-55K and the 
35 ORF6 protein encoded by the adenovirus early region 4 (Leppard and Shenk, 1989; 
Bridge and Ketner, 1990) exerts at least part of these functions. 
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To analyze which of the E1B proteins is required for propagation of Ad35-E1A 
deleted recombinant viruses on PER.C6 packaging cells, the E1B region in construct 
pBr.Ad35.1eftITR-pIXAElA (see Example 6 and FIG. 17) was further deleted. A first 
construct, pBr.Ad35A2 IK, retains the full E1B-55K sequence and is deleted for El A 
5 and E1B-21K. Hereto, pBr.Ad35.1eftITR-pIXAElA was digested with Ncol and BspEl 
and the 5 KB vector fragment was isolated from agarose gel using the geneclean kit (BIO 
101, Inc.) according to the manufacturer's instructions. Then a PCR fragment was 
generated with pBr.Ad35.1eftITR-pIXAE 1 A as template DNA using the following 
primers: 

10 135D21 : 5'- TTA GAT CCA TGG ATC CCG CAG ACT C-3' (SEQ. I.D. NO. _) and 
235B3: 5'- CCT CAG CCC CAT TTC CAG-3' (SEQ. I.D. NO. _). 
3 Amplification was done using Pwo DNA polymerase (Roche) according to 
manufacturer's recommendations with the addition of DMSO (final concentration 3%) in 
the reaction mixture. The PCR program was as follows: 94°C for 2\ then 30 cycles of 

15 94°C for 30", 58°C for 30" and 72°C for 45" and a final step at 68°C for 8' to ensure 
blunt ends. 

This PCR amplifies Ad35-E1B sequences fromnucl. 1908 to 2528 (sequence 
Ad35, FIG. 5) and introduces an Ncol site at the start codon of the E1B-55K coding 
sequence (bold in primer 35D21). The 620 bp PCR fragment was purified using the PCR 

20 purification kit (Qiagen) and then digested with Ncol and BspEI, purified from agarose 
gel as above and ligated to the above described NcoI/BspEl digested vector fragment to 
givepBr.Ad35A21K (FIG. 18). 

Since the coding regions of the 21K and 55K proteins overlap, it is only possible 
delete part of the 55K coding sequences while retaining 21K. Hereto, pBr.Ad35.1eftITR- 

25 pIXAE 1 A was digested with Bglll and the vector fragment was religated to give 

pBr.Ad35A55Kl (FIG. 19). This deletion removes E1B coding sequences from nucl. 
2261 to 3330 (Ad35 sequence in FIG. 5). In this construct the N-terminal 1 15 amino 
acids are retained and become fused to 21 additional amino acids out of the proper 
reading frame before a stop codon is encountered. The 21K coding region is intact in 

30 construct pBr.Ad35A5 5K1 . 

A third construct that has a deletion of E1A, 21K and most of the 55K sequences 
was generated as follows. pBr.Ad35.1eftITR-pIX (FIG. 16) was digested with SnaBI and 
Mfel (isoschizomer of Muni) and the 5' overhang resulting from the Mfel digestion was 
filled in using Klenow enzyme. The 4.4 kb vector fragment was isolated from gel using 
35 the geneclean kit (Bio 101, Inc.) according to the manufacturer's instructions and 
religated to give construct pBr.Ad35ASM (FIG. 20). In this construct, the Ad35 
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sequences between nucl. 453 and 2804 are deleted thus 596 nucl. of the 3' end of Elb- 
55K are retained. A further deletion of 55K sequences was made in construct 
pBr.Ad35AE 1A . AE1B by digestion of pBr.Ad35.1eftITR-pIX with SnaBI and Bglll, 
Klenow treatment to fill in the Bglll cohesive ends, and religation. FIG. 21 shows a 
Jjfc 5 schematic representation of the above mentioned constructs. 

To test whether Ad35-based viruses can be generated with these constructs, each 
of the constructs was cotransfected with NotI digested pWE.Ad35pIX-rITR (see Example 
4) onto PER.C6 cells. Hereto, the respective fragments were PCR amplified using 
primers 35F1 and 35R4 (see, Example 4). This PCR amplification was done since some 

10 of the constructs were difficult to isolate in large enough quantities. In this way, equal 
quality of the different adapter fragments was ensured. For the amplification Pwo DNA 
polymerase (Roche) was used according to the manufacturer's instructions but with 
DMSO (3% final concentration)added to the PCR mixture. Of each template - 50 ng 
DNA was used. The conditions for the PCR were as follows: 94°C for 2\ then 5 cycles of 

15 94°C for 30", 48°C for 45" and 72°C for 4 ? followed by 25 cycles of 94°C for 30", 
60°C for 30" and 72°C for 4' and a final step at 68°C for 8'. 
4PCR fragments were generated from pBr.Ad351eftITR-pIX, pBr.Ad35.1eftITR- 
pEXAElA, pBr .Ad35A21K, pBr . Ad35A55Kl, pBr . Ad35ASM and 
- pBr . Ad3 5 AE1AAE IB . All fragments were using the PCR purification kit (Qiagen) 

20 according to manufacturer's instructions and final concentrations were estimated on EtBr 
4 . stained agarose gel using the Eagle Eye II Still Video system and EagleSight software 

(Stratagene) with the SmartLadder molecular weight marker (Eurogentec) as reference. 
PER.C6 cells were seeded at a density of 2.5x1 0 6 cells in a T25 culturing flask in DMEM 
containing 10% fetal calf serum (FCS) and lOmM MgS0 4 and cultured in a humidified 

25 stove at 37°C, 10% C0 2 . The next day, 3 mg of each of the PCR fragments was 
cotransfected with 5 \xg r NotI digested pWE . Ad35pIX-rITR using 
LipofectAmine (GIBCO, Life Technologies Inc.) according to the manufacturer's 
instructions. Two days after the transfection, all cells were passed to a T80 flask and 
further cultured. Cultures were then monitored for the appearance of CPE. In line with 

30 the outcome of previous experiments described in Examples 4 and 6, pBr.Ad35 JeftlTR- 
pIX and pBr.Ad35.1eftITR-pIXAElA showed almost full CPE within one week 
following transfection. Of the fragments with different E1B deletions only 
pBr.Ad35A2 IK showed CPE at the same time as the above two fragments. Constructs 
pBrAxI35A55Kl, pBr . Ad35ASM and pBr . Ad35AElAAElB did not give CPE at 

35 all, also not after harvesting by freeze-thawing and re-infection of the crude lysate onto 
fresh PER.C6 cells. 
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From these experiments, it can be concluded that Ad35-E1B-55K, and not E1B- 
2 IK, is necessary for generation and propagation of Ad35-based viruses on Ad5 
complementing cell lines. Therefore, Ad35-based viruses having a deletion of the El A 
and E1B 21K genes and having the E1B-55K gene or a functional fragment thereof, can 
5 be grown on Ad5 complementing cell lines. Alternatively, Ad35-based viruses can be 
grown on PER.C6 cells that stably express the full E1B region or the E1B-55K gene or a 
functional fragment thereof. The Ad35 E1B-55K gene or functional parts thereof may be 
expressed from a heterologous promoter, like, but not limited to, the human PGK 
promoter, the human cytomegalovirus immediate early promoter (CMV), Rous sarcoma 

10 virus promoter, etc. and terminated by a heterologous poly adenylation sequence (pA), 
like but not limited to the hepatitis B virus poly adenylation sequence (HB VpA), the 
Simian Virus 40 poly adenylation sequence (SV40pA), etc. As non-limiting examples 
PER.C6 cells that express the Ad35-E1B region driven by the E1B promoter and 
HBVpA, PER.C6 cells that express the Ad35-E1B region driven by the human PGK 

15 promoter and HBVpA and PERX6 cells that express a functional fragment of Ad35 E1B- 
55K driven by the human PGK promoter and HBVpA are described below. 

Generation ofpIG35BL and pJG35BS 

We describe the generation of two expression constructs, pIG.35BS and 

20 pIG.35BL, that both carry the Ad35-E1B genes and a neomycin selection marker. The 
two constructs differ in the length of the fragment containing the E IB promoter. In 35BL 
the promoter fragment is longer and includes the 3' end of the El A region (103 nucl. 
coding sequence and pA). The E1B region is terminated by the HBVpolyA, the neo r 
gene is driven by a hPGK promoter/HBVpA cassette. 

25 pIG.35BL was made as follows. Construct pRSV.Ad35El (described in Example 5, FIG. 
9) was digested with Nrul and Hindlll and the protruding ends were filled in by Klenow 
treatment. The 7 kb vector fragment was separated from the smaller fragment on gel and 
isolated using the geneclean kit (BIO 101, Inc.). After religation of the DNA and 
transformation into competent STBL2 cells (Gibco, LTI) correct clones were isolated 

30 pIG.35BL (FIG. 22) contains 273 nucl. upstream of the start site of the E1B-21K coding 
region. 

pIG.35BS was made in the same way as pIG.35BL except that pRSV.Ad35El was 
digested with Nrul and Hpal (both enzymes leave blunt ends), resulting in a shorter 
fragment upstream of the coding region of E1B-21K: 97 nucleotides. 
35 To generate Ad35-E1B expressing cells, PER.C6 cells were seeded in 10 cm dishes at 
lxl 0 6 cells/dish. Two days later cells were transfected with Seal linearised constructs. 
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Four dishes were transfected with 1 and four with 2 ng DNA (total of 16 dishes; 
Lipofectamine (Gibco, LIT), no carrier DNA used) according to the manufacturer's 
instructions. The next day, transfected cells received G41 S-containing medium (0.75 
mg/ml). Control transfections using LacZ expression constructs (2 jig ) were stained 
5 after 48 hrs and showed a transfection efficiency of -25%. Four days following addition 
of selection medium untransfected cells started to die and again three days later clones 
were becoming visible. A week later, the first clones were picked. Transfection with 1 jag 
resulted in less and also initially smaller clones (total ~20 clones/dish against >50 
clones/dish for the transfection with 2 \xg DNA). The positive control transfection using 
10 2 jag pcDNA3 (Invitrogen) resulted in ~ 50 clones. 

In total, 120 clones were picked and 107 were succesfully established (55 from pIG35BS 
and 52 from pIG35BL). 

Generation of pIG35Bneo 

15 pIG35Bneo is an Ad35-E1B expression plasmid from which the El B genes are 

expressed from a heterologous promoter (hPGK) and that also contains a neomycin 
resistance expression cassette. To avoid instability of the plasmid due to recombination 
events on homologous sequences, the RSV promoter drives the neo r gene. To achieve 
this, construct pRSVhbv.Neo (described in Example 5, FIG. 12) was digested with Seal 

20 and BamHI and protruding ends were filled in using Klenow enzyme. The 1070 bp 

fragment containing part of the Ampicilin gene and the RSV promoter was isolated from 
gel using the geneclean kit (BIO 101, Inc.). Next, pRSVhbvNeo was digested with Seal 
and EcoRI, blunted with Klenow and the 3.2 kb fragment containing the neo gene, 
HBVpA, vector and part of the Ampicilin gene was isolated as above. The two fragments 

25 were then ligated to give pRSVneo4 (FIG. 23). Construct pIG270 (FIG. 1 5, described in 
Example 6) was then digested with EcoRI and Ncol and sticky ends were blunted with 
Klenow enzyme. The vector-containing fragment was isolated from gel as described 
above and religated to give pIG270delEl A. This construct was digested with Avrll and 
Xbal and protruding ends were filled in using Klenow enzyme. The 2.9 kb fragment 

30 containing the hPGK promoter and Ad35.ElB sequences was isolated from gel as above. 
Next, pRSVneo4 was digested with Bglll, blunted with Klenow enzyme, 
dephosphorylated and isolated from gel. The blunted Avrll/Xbal Ad35.ElB fragment 
was then ligated with the above prepared pRSVneo4 vector fragment and resulting clones 
were analysed. One clone that contained both expression cassettes in the same 

35 orientation was choosen and named pIG35Bneo (FIG. 24). Detailed analysis of this clone 
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revealed that an extra Bgin site was present probably due to an incomplete Klenow 
reaction (Bglll site at nucl 2949 in FIG. 24). 

Generation of pIG35.55K 
5 Construct pIG35.55K is similar to pIG35Bneo, however, it lacks the coding 

region of Ad35.ElB-21K. Hereto, both the E1A and E1B-21K sequences are first deleted 
from pIG270 as follows: 

Construct pIG270 is digested with EcoRI, treated with Klenow enzyme and 
purified using a PCR purification kit (Qiagen) according to the manufacturer's 
10 instructions. The recovered DNA is then digested with Agel and the -5 kb vector 

fragment was isolated from gel as above. Next, Ad35 E1B-55K sequences sre amplified 
by PCR on pIG270 template DNA using the following primers: 

535D21: 5'- TTA GAT CCA TGG ATC CCG CAG ACT C-3' (SEQ. LD. NO. _) and 
635B3: 5'- CCT CAG CCC CAT TTC CAG-3' (SEQ. LD. NO. _). 

15 The conditions used for the amplification are as previously described. The PCR fragment 
is purified using the PCR purification kit (Qiagen) and digested with NcoL Following 
Klenow treatment to fill in the protruding ends, the DNA is further digested with Agel 
and again column purified. The thus treated PCR fragment is then cloned into the above 
prepared EcoRI/Agel digested vector fragment to give pIG270. AE 1AA2 1 K . The last 

20 steps to obtain pIG35.55K (FIG. 25) are equivalent to the last steps described above for 
the generation of pIG35Bneo starting with pIG270.AElAA2 IK instead of 
pIG270.AElA. 

pIG35.55K is then linearized with Seal and used to transfect PER.C6 cells as 
described above. Clones that are resistent to G418 selection are picked and analysed for 
25 their ability to complement the propagation of El-deleted Ad35 viruses. 

Example 8 

New packaging cell lines for the generation and propagation of El -deleted Ad35- 
based vectors derived from primary human cells. 

30 The complete morphological transformation of primary cells by adenovirus El 

genes is the result of the combined activities of the proteins encoded by the El A and E1B 
regions. The roles of the different El proteins in lytic infection and in transformation 
have been studied extensively (reviewed in Zantema and van der Eb, 1995; White, 1995, 
1996). The adenovirus El A proteins are essential for transformation of primary cells. 

35 The El A proteins exert this effect through direct interaction with a number of cellular 

proteins that are involved in regulation of transcription. These include the pRB family of 
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proteins, p300/CBP and TATA binding protein. In addition to this E1A increases the 
level of p53 protein in the cells. In the absence of adenovirus E1B activity the rise in p53 
levels leads to the induction of apoptosis. Both proteins encoded by the E1B region 
counteract the induction of apoptosis although by different mechanisms. E1B-21K seems 
gf 5 to -counteract apoptosis in a manner similar to Bcl-2 via interaction with the effector 

4 proteins downstream in the apoptosis pathway (Han et al, 1996), whereas E1B-55K 

functions through direct interaction with p53. Importantly, the molecular mechanism by 
which the E1B-55K proteins of Ad2 and 5 (subgroup C) and Adl2 (subgroup A) function 
in the ability to neutralise p53 may differ. Whereas Ad5 E1B-55K binds p53 strongly 
10 and the complex localises to the cytoplasm, Adl2 E1B-55K binds p53 weakly and both 
proteins are localised in the nucleus (Zantema et al. y 1985; Grand et ai, 1999). Both 
proteins, however, inhibit the transactivation of other genes by p53 (Y ew and Berk, 
1992). 

In rodent cells, the activity of El A together with either E1B-21K or 55K is 
15 sufficient for full transformation although expression of both E1B proteins together is 
twice as efficient (Rao et al. 9 1992; ). In human cells however, the activity of the E1B- 
55K protein seems to be more important given the observation that E1B-55K is 
indispensible for the establishment of transformed cells (Gallimore, 1986). 
i> Example 6 hereof describes the generation of pIG270. In this construct the Ad35-El 

H 20 genes are expressed from the hPGK promoter and transcription is terminated by the 

i£ HBVpA. The hPGK promoter constitutes a HincII-EcoRI fragment of the promoter 

sequence described by Singer-Sam et al (1984). The HBVpA is located in a BamHI- 
Bglll fragment of the Hepatitis B vims genome (Simonsen and Levinson, 1983; see also 
Genbank HBV-AF090841). As mentioned before, the promoter and polyadenylation 
25 sequences of the El expression constructs described in this invention may be derived 
from other sources whithout departing from the invention. Also, other functional 
fragments of the hPGK and HBVpA sequences mentioned above may be used. 

The functionality of pIG270 was shown by transformation of primary Baby Rat 
Kidney cells (BRK). Comparison with an equivalent Ad5-El expression construct 
30 learned that Ad35-El genes were less efficient in transforming these cells. The same has 
been found for the El genes of Adl2 (Bernards et al, 1982). 

It is unclear which El protein(s) determine(s) the difference in transformation 
efficiency of El sequences observed for adenoviruses from different subgroups. In the 
case of Adl2, transfection studies with chimeric E1A/E1B genes suggested that the 
35 efficiency of transformation of BRK cells was determined by the El A proteins (Bernards 
et aL, 1982). The E1B-55K protein is shown infra to contain serotype-specific functions 
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necessary for complementation of El -deleted adenoviruses. If these functions are related 
to the regulation of mRNA distribution or another late viral function, it is unlikely that 
these are involved in the transformation efficiency. 

Analysis of functional domains in the Ad2 or Ad5 E1B-55K proteins using 
5 insertion mutants have revealed that functions related to viral replication, late protein 
synthesis and host protein shut-off are not confined to specific domains but are 
distributed along the protein (Y ew et al. y 1990). Using the same set of mutants, the 
domains important for interaction with p53 and E4-Orf6 were found to be more 
restricted. In addition to one common binding region (amino acids 262 to 326), p53 
10 binding was affected by mutations at aa 180 and E4-Orf6 binding was affected by 
mutations at aa 143 (Yew and Berk, 1992; Rubenwolf et al, 1997). 

Altogether these results indicate that it is difficult to separate the E1B-55K 
functions related to transformation (p53 binding) and late protein synthesis (Orf6 
binding). 

15 The invention discloses new El constructs that combine the high efficiency of 

transformation of one serotype with the serotype-specific complementation function of 
another serotype. These new constructs are used to transform primary human embryonic 
retinoblast cells and human amniocytes. 

20 The generation of pIG535, pIG635 and pIG735 

Construct pIG535 contains the Ad5 El A region and E1B promoter sequences 
linked to the Ad35 E1B sequences. Hereto, pIG270 (FIG. 15; see example 6) was 
digested with EcoRI and Ncol. The 5.3 kb vector fragment was then isolated from gel 
using the geneclean kit (BIO Inc. 101) according to the instructions of the manufacturer. 

25 Next, construct pIG.El A.E1B (FIG. 13; see example 6) was digested with EcoRI and 
Xbal and the resulting 890 bp fragment was isolated as above. A third fragment was 
generated by PCR amplification on pIG.ElA.ElB using the following primers: 

15E1A-F: 5'- GAG ACG CCC GAC ATC ACC TG -3' (SEQ. I.D. NO. ) and 

25E1B-R: 5'- CAA GCC TCC ATG GGG TCA GAT GTA AC -3' (SEQ. I.D. NO. 

30 3The following PCR program was used: 94°C for 2' followed by 30 cycles of 94°C for 
30", 60 °C for 30" and 72 °C for 1', and a final step at 72°C for 10' to ensure blunt ends. 

The resulting 400 bp PCR fragment was digested with Xbal and NcoL After gel 
isolation as above, the three fragments were ligated and transformed into STBL-2 
bacteria. One colony containing all three fragments in the correct order was selected and 

35 designated pIG535 (FIG. 26). 
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Construct pIG635 contains the Ad5 El A and a chimeric Ad5-Ad35 E1B region 
such that the 21K sequence is essentially from Ad5 and linked to the Ad35 E1B-55K 
sequences as far as not overlapping with the 21 K sequences. First, part of the Ad5 El 
sequences are amplified by PCR using pIG.ElA.ElB as template and the following 
5 primers: 

45AK: 5'- GAG CGA AGA AAC CCA TCT GAG -3' (SEQ. LD. NO. _J and 
521 55R: 5'- GGT CCA GGC CGG CTC TCG G -3' (SEQ. LD. NO. _). Amplification 
is accomplished with Pwo DNA polymerase (Roche) according to manufacturer's 
instructions. The 210 bp fragments is then purified from the primer sequences using the 
1 0 PCR purification kit (Qiagen). 

A second PCR fragment is amplified from pIG270 DNA as described above but 
with the following primers: 

62155F: 5'- CCG AGA GCC GGC CTG GAC -3' (SEQ. LD. NO. _) and 

735F10: 5'- OCT CTA GAC CTG CAG GTT AGT CAG TTT CTT CTC CAC TG -3' 

15 (SEQ. LD. NO. ). 

The 1.3 kb amplified fragment is purified as above and mixed in a 1 :1 molar ratio 
with the first PCR fragment. The mixture is then first subjected to a PCR reaction 
without the addition of primers using Pwo DNA polymerase and the following program: 
94 °C for 2' and then 5 cycles of 94°C for 30", 60 °C for 30", 72 °C for 90". 

20 Subsequently, primers 5AK and 35F10 are added at 0.6 concentration after which a 
last PCR amplifies a 1.5 kb fragment. Hereto, temperature was set as follows: 94 °C for 
2\ then 30 cycles of 94 °C for 30", 60°C for 30" and 72 °C for 90", followed by a final 
step at 72°C for 10' to ensure blunt ends. The resulting product is purified using the PCR 
purification kit (Qiagen) as above and digested with Kpnl and Sbfl (isoschizomer of 

25 Sse8387I). The digested DNA is then isolated from gel using the geneclean kit (BIO 
Inc., 101). Construct pIG.ElA.ElB is digested with Kpnl and Sbfl and the vector- 
containing fragment is isolated from gel as above. This fragment is ligated to the above 
prepared final PCR product and the ligation mixture is transformed into STBL-2 cells 
(Gibco, LIT) according to manufacturer's instructions. This gives construct pIG635 (Fig. 

30 27). 

In construct pIG735, the border between Ad5 derived sequences and Ad35 
derived sequences is located more 3' than in construct pIG635. First, a BspEI site is 
introduced in the Ad5 sequence of construct pIG.ElA.ElB without changing the amino 
acid sequence. Hereto, Ad5 sequences from pIG.ElA.ElB are amplified using the 
35 following PCR primers: 
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5AK: see above, and Bsp-R: 5'- GCT CTA GAC CTG CAG GGT AGC AAC 
AAT TCC GGA TAT TTA CAA G -3' (SEQ. LD. NO. _). Amplification is 
accomplished using Pwo DNA polymerase (Roche) according to the manufacturer's • 
instruction. The following PCR program is used: 94°C for 2' followed by 30 cycles of 

5 94°C for 30", 60 °C for 30" and 72 °C for 30", and a final step at 72°C for 10' to ensure 
blunt ends. The resulting 0.6 kb fragment is purified as above and digested with Kpnl 
and Sbfl and ligated to the above described KpnI/Sbfl digested pIG.El A.E1B vector 
fragment. Selection of colonies after transformation of STBL-2 bacteria (Life Techn. 
Inc.) gives construct pIG.El A5 5K . pIG.ElA55K is then digested with Sbfl and 

10 partially with BspEI. The 6.4 kb Sbfl-partial BspEI digested vector fragment is then 

isolated from gel using the geneclean kit (BIO 101, Inc.). Next, pIG270 is digested with 
BspEI and Sbfl and the resulting 915 bp fragment is isolated from gel as above. This 
fragment is then ligated to the above prepared Sbfl/partial BspEI digested pIG.El A55K 
vector fragment and transformed into STBL-2 competent cells. This gives construct 

15 pIG735 (FIG. 28). Clones are analysed by restriction enzyme digestion and sequencing to 
ensure correct ligation of the fragments. Constructs pIG535, pIG635 and pIG735 can be 
used to generate complementing cell lines from primary human cells as described in 
Example 6. 

20 Example 9 

PER.C6-based complementing cell lines for El -deleted Ad35 viruses. 
PER.C6 cells were seeded in 10 cm culture dishes at a density of 3x1 0 6 cells/dish in 
DMEM (Gibco BRL) complemented with FBS (Gibco BRL) up to 10% and lOmM 
MgCl 2 (4.9 M stock solution, Sigma). Two days later, 9 dishes were transfected with 1 ng 

25 Seal linearised pIG35.55K DNA (see example 7) and 9 dishes were transfected with 1.5 
fig Seal linearised pIG35.55K DNA. Separate control dishes were transfected with 1 or 
1.5 jig Seal linearised pAdApt35.LacZ to monitor transfection efficiency and with 1 or 
1.5 iig Seal linearised pcDNA.nlsLacZ. pcDNA.nlsLacZ is a pcDNA3-based plasmid 
(Invitrogen) with the nlsLacZ gene (Bonnerot et aL, 1987) driven by the CMV promoter. 

30 pcDNA.nlsLacZ also contains a neo r expression cassette. As a negative control one extra 
dish was transfected with linearised pAdApt35.LacZ, a construct that lacks the neo r 
selection gene. All transfections were performed with the LipofectAmine transfection kit 
(Invitrogen/Life Technologies) according to manufacturers instructions using 5 ml 
LipofectAmine reagent/fig DNA. Cells were incubated for 4 hrs with the transfection 

35 mixture after which the medium was replaced with PER.C6 culture medium. The next 
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day medium was replaced with culture medium containing 0.5 mg/ml G41 8 (Gibco BRL) 
except in the two dishes that were transfected with 1 or 1.5 |ig pAdApt35.LacZ. These 
latter dishes were used to monitor LacZ expression two days following transfection. After 
X-gal staining of these cultures transfection efficiency was estimated at approximately 

5 40% with slightly more blue cells in the dish transfected with 1 .5 jig DNA. Selection 
medium was refreshed twice weekly in the remaining transfected dishes. Within two 
weeks following first addition of selection medium most cells in the negative control 
dish (transfected with 1.5 ^ig pAdApt35.LacZ) were dead. In the dishes transfected with 
pcDNA.nlsLacZ cell clones were becoming visible. Since the cells transfected with 

1 0 pIG35.55K seemed to be more resistent to G41 8, the concentration was raised to 0.75 

mg/ml 3 weeks following transfection. Three days and seven days later a total of 196 cell 
clones were picked from the dishes transfected with pIG35.55K and seeded in separate 
wells of 96-well plates. 

i 

15 Cells remaining after colony picking of two 10 cm dishes of the transfection with 1 |ig 
pIG35.55K DNA were trypsinised, pooled and expanded to give pool PER55K(1.0) The 
same was done for two dishes of the 1.5 jxg transfection. The PER55K(1 .0) cell pool was 
expanded and seeded in 4 T25 flasks at a density of 3.5x1 0 6 cells/flask for transfection to 
test virus generation. In addition, 3 T25 flasks with parental PER.C6 cells were seeded at 

20 the same density. pAdApt35.eGFP (an adapter plasmid containing the green fluorescent 
protein as marker gene; see example 4) was digested with Pad to liberate the adenoviral 
sequences from the plasmid backbone. pWE.Ad35.pIX-rITR (see example 4) was 
digested with NotI to liberate the adenoviral sequences from the cosmid backbone. 2 
flasks with PER.C6 cells and 2 flasks with PER55K(1 .0) cells were transfected with 2 ^ig 

25 digested pAdApt35.eGFP and 6 ^ig digested pWE.Ad35.pIX-rITR each. One flask of 
each cell line was transfected with 8 |ig pAdApt35.LacZ to monitor transfection 
efficiency. The remaining flask with PER55K(1.0) cells served as a negative control and 
was treated as the others but did not receive the transfection mixture. All transfections 
were performed with LipofectAmine (Invitrogen/Life Techn.) according to manufacturers 

30 instructions using for each transfection a total of 8 \ig DNA and 40 \y\ LipofectAmine 
reagent. The transfection mixture was removed after 4 hrs incubation and fresh culture 
medium was added. Transfections were done the day after seeding of the cells and again 
two days later cells in the T25 flasks were transferred to a T80 flask except for the LacZ 
control transfections. These were stained with X-gal solution after mild fixation. After 

35 five hours incubation with staining solution, the percentage of blue cells was estimated at 
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approximately 90% in both flasks showing that transfection went well for both cell lines. 
Four days following the passage to the T80 flasks the transfected PER55K(1.0) cultures 
showed starting CPE (cytopatho genie effect, indicative of virus replication) with 
approximately 100 events/flask. The untransfected PER55K(1.0) cells were grown 
5 confluent with no evidence of CPE. In the transfected PER.C6 cultures only three CPE 
events were visible in the confluent monolayer of cells. Again three days later, the 
transfected PER55K(1.0) cultures showed full CPE, with all cells rounded and detached 
in clumbs. In contrast, in the PER.C6 cultures the few events of CPE had not progressed 
and cells were still in monolayer. This confirms earlier observations that generation of 

10 El -deleted Ad35-based viruses on PER.C6 is very inefficient. Also the untransfected 
PER55K(1.0) cultures showed, as expected, a confluent monolayer with no CPE. The 
cells and medium in the PER55K(1.0) flasks with full CPE were harvested and subjected 
to two freeze/thaw cycles after which the cell debris was removed by centrifugation at 
3000 rpm for 10 minutes in a table centrifuge. One of the resulting crude lysates was used 

15 to infect a fresh culture of PER55K(1.0) cells in a T175 flask (1.5 ml/flask). Cells and 
medium were harvested at full CPE four days later. This shows that infectious virus had 
formed in the initial transfections. GFP expression was confirmed by fluorescent 
microscopy of A549 cells infected with the crude lysate. The crude lysate was then used 
to analyse complementation of this El-deleted Ad35.AdApt.eGFP virus in the individual 

20 clones as described below. 

The above described clones that were picked from the pIG35.55K transfected PER.C6 
cells were expanded and were functionally tested for the ability to sustain replication of 
Ad35.AdApt.eGFP. Hereto, the clones were seeded at two densities in 6-well plates and 

25 one day later infected with 15 ml of the above described crude lysate. CPE was 

monitored the day after. Of the 146 clones tested in this way 19 gave full CPE at day 2 or 
3 and 68 gave full CPE at day 5 or 6. The remaining clones had only partial CPE or 
showed a few non-progressing events. The latter were indistinguishable from PER.C6 
cells that were taken along as a negative control. 

30 Based on these results a selection of 24 clones was made that were further screened for 
the ability to generate recombinant El -deleted viruses following transfection of the 
pAdApt35.GFP adapter plasmid and the large pWE. Ad35.pIX-rITR cosmid clone. 
Hereto, clones were plated in T25 flasks and transfected with 2 \xg of the adapter and 6 
^ig of the backbone plasmid using LipofectAmine as described above. Two days 

35 following the transfection, cells were transferred to T80 flasks to prevent overconfluency 
of the cultures. Of the 24 clones 5 gave full CPE three days after passage to T80 and 
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another 13 clones gave progressing to full CPE the day after. The remaining 6 clones 
showed no CPE or only starting. In comparison: routine generation of El -deleted Ad5 
vectors on PER.C6 cells generally results in full CPE four to six days after transfer to T80 
flasks. 

5 This shows that the new clones efficiently complement El -deleted adenovirus vectors. 
One of the clones (clone #16) described above was used to generate and produce multiple 
batches of El and E1/E3 deleted Ad35 viruses containing different transgenes. Hereto, 
virus in crude lysates resulting from transfections as described above, but using different 
adapter plasmids, were plaque purified on the new cell line. Single plaques were tested 

10 for transgene activity and then amplified for medium scale production in 4-8 triple layer 
flasks (3x175 cm/flask). Cells were harvested at full CPE and the virus was released and 
purified as routinely done for adenoviruses and described in example 1 . The extraction 
step with frepn to remove cellular debris was, however, replaced by a centrifugation step. 
Thus after incubation with Dnasel, the cell debris was centrifugated in conical 50 ml 

1 5 tubes (Greiner) at 8000 rpm in a table top centrifuge (Beckman Coulter Allegra 21R with 
fixed angle rotor) for 30 minutes at 4°C. This step is repeated in a fresh 50 ml tube untill 
the supernatant was clear (usually one time). The amount of virus particles was 
determined by HPLC (Shabram et al., 1997). Table IV presents the yields after 
downstream processing of medium scale productions of El- and El/E3-deleted Ad35 

20 viruses on triple layer flasks with PER55K clone #16 cells. The amount of purified virus 
particles is comparable with the yields of Ad5-based vectors on PER.C6 cells. 

We conclude that we have generated multiple cell lines that efficiently complement fully 
El-deleted Ad35-based vectors. Thus, Ad35 E1B-55K expression in an Ad5 
25 complementing cell line facilitates replication of Ad35 vectors. 

Example 10 

New complementing cell lines from primary cells 

30 Example 8 described the generation of construct pIG53 5, a hybrid Ad5ElA-Ad35 E1B 
expression plasmid. pCC536s and pIG536 are also hybrid Ad5-Ad35 El constructs but 
with the El A region, E1B promoter and most of the E1B-19K gene derived from Ad5 
and most of the E1B-55K gene derived from Ad35. Constructs pCC536s and pIG536 
differ only in the heterologous poly adenylation sequence that terminates the E1B 

35 transcript: pIG536 has the HBV pA sequence and pCC536s has a synthetic pA sequence 
(SpA). The SpA sequence consists of the upstream sequence element (USE) of the human 
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C2 complement gene (Moreira et al., 1995) and the synthetic pA sequence (SPA) 
described by Levitt et aL, 1989. 

The synthetic polyA sequence is build up using the following oligo's: 
C2SPA-1 : 5'- CCC TGC AGG GAC TTG ACT CAT GCT TGT TTC ACT TTC ACA 
5 TGG AAT TTC CCA GTT ATG AAA TT A ATA AAG -3 5 

C2SPA-2: 5'- GTC TAG ACA CAC AAA AAA CCA ACA CAC TAT TGC AAT GAA 
AAT AAA TTT CCT TTA TTAATT TCA TAA CTG -3' 

Oligonucleotides were mixed at IOjjM concentration in lx annealing buffer (lOrnM Tris 
1 0 HC1 pH 7.5, lOOmM NaCl, ImM EDTA) and, using a PCR machine, the solution was 

heated to 94°C for 5 minutes and then cooled down to 65°C at 0.5°C / second and after 

incubation at 65 °C for 5 minutes further cooled down to 20°C at 0.05 °C / second. 

Subsequently, 10 jil 2mM dNTPs, 0.5 jjlI 1M MgC12 and 3 \il Klenow fragment (New 

England Biolabs) was added to 87 pi of the annealed sample and the mixture was 
15 incubated at room temperature for 30 minutes. 1 \il of the annealed and Klenow treated 

sample was then amplified using the following primers: 

C2for: 5'- CGG GAT CCC CTG CAG GGA CTT GAC -3' 

and 

SPArev: 5 5 - TTG CGA CTT AAG TCT AGA CAC ACA AAA AAC C -3 1 using Pwo 
20 DNA polymerase (Roche) according to manufacturers instructions but with addition of 
DMSO (Sigma) to a final concentration of 3%. The PCR program was set at 94°C for 2 
minutes, followed by 30 cycles of (94 °C for 30", 55°C for 30" and 72°C for 20"). 
Where in this document PCR programs are described c means time in minutes and " 
means time in seconds. The amplified DNA was then purified using the QIAquick PCR 
25 purification kit (Qiagen) and digested with Xbal and Sbfl. The digested product was then 
again purified with the PCR purification kit to remove the small digested ends. Construct 
pIG270 was also digested with Xbal and Sbfl (isoschizomer of Sse8387I) and the 
resulting 5.9 kb vector containing fragment was isolated from gel using the GeneClean II 
kit (Biol01 a Inc). The treated vector and PCR insert were then ligated to give pCC271 
30 (Figure 29). pCC271 thus contains the PGK promoter, the Ad35 El region (nucl. 468 to 
and including 3400 from Ad35 sequence in example 3 and figure 5) and the synthetic pA 
(SpA). The synthetic pA sequence was then also cloned into the construct pIG535 as 
follows. 

pIG535 was digested with EcoRI, PstI and Seal (All enzymes from New England Biolabs 
35 digested in NEB buffer 3) and the 3 kb insert corresponding to chimeric Ad5-Ad35 El 
region was purified using the GeneClean II kit (Bio 101, Inc.). Construct pCC271 was 
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digested with EcoRI and PstI and the 3 kb vector fragment containing the SpA and PGK 
promoter was isolated as above. Both isolated fragments were ligated and transformed 
into STBL-2 competent cells (Invitrogen/LifeTechnologies) to give pCC535s (Figure 30). 
pCC535s contains the same Ad5-Ad35 El sequences as pIG535 however, a different pA 
5 sequence. 

For the construction of pCC536s, a subclone was made with the new hybrid E1B 
sequences. Hereto, Ad5 El A/E1B21K sequences were amplified using the primers 
5AK: 5'- GAG CGA AGA AAC CCA TCT GAG- 3' and 

2155R: 5'- GGT CCA GGC CGG CTC TCG G-3' with pIG.ElA.ElB (see example 6 
1 0 and Figure 1 3) as template DNA using P wo DNA polymerase (Roche) according to 
manufacturers instructions and in addition a final concentration of 3% DMSO. The 
program was set at: 94°C for V followed by 30 cycles of (94°C for 30", 58°C for 30" 
and 72°C for 30") and ended with 68°C for 8'. This resulted in a 210 bp fragment 
corresponding to nucl. 2022-2233 of the Ad5 sequence. A second PCR was performed on 
1 5 pCC27 1 with primers 

2155F: 5'- CCG AGA GCC GGC CTG GAC C-3' and 

35F10: 5'- GCT CTA GAC CTG CAG GTT AGT CAG TTT CTT CTC CAC TG-3\ 
The same PCR program was used but now with an elongation time of 90". The resulting 
1>B kb fragment corresponds to nucl. 21 12 to 3400 of the Ad35 sequence with an Sbfl site 
20 at the 3'end. Note that primers 2155F and 21 55R are fully complementary allowing 
assembly of. the two fragments as follows: 

Both PCR fragments were purified from gel using the Qiagen gel extraction kit. Aliquots 
of the purified samples were then mixed in equimolar ratio and used as template for an 
assembly PCR amplification with primers 5AK and 35F10 with Pwo DNA polymerase as 

25 above using the program settings: 

94°C for 2\ and 5 cycles of (94°C for 30", 60°C for 30" and 72°C for 2') followed by 
25 cycles of (94°C for 30' \ 58°C for 30' ■ and 72 °C for 90' '). The resulting 1 .5 kb 
fragment was purified from gel using the QIAquick gel extraction kit (Qiagen), ligated to 
the pCR-Script/Amp cloning vector (Stratagene) and transformed into DH5a competent 

30 cells (Invitrogen/Life Technologies) resulting in pCR535ElB (Figure 31). This construct 
was checked by restriction analysis and sequencing to confirm correct amplification of 
target sequences. 

pCR535ElB was then digested with NotI and protruding ends were made blunt with 
Klenow fragment. The DNA was then purified using the QIAquick PCR purification kit 
35 (Qiagen) and eluted DNA was digested with PstI. The 1 .5 kb fragment containing the 
chimeric El sequences from the pCR535ElB vector was purified from gel using the 
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GeneClean II kit (BiolOl , Inc.). This fragment was ligated to vector pCC535s digested 
with PvuII and PstI, and transfonned into STBL-2 competent cells (Invitrogen/Life 
Technologies) to give pCC2155s (Figure 32). To complete the pCC536s construct Ad5- 
El sequences were then cloned into the pCC2155s subclone. Hereto, pIG.ElA.ElB was 

5 digested with EcoRI and Kpnl and the 1 .6 kb fragment corresponding to Ad5 El A and 
Ad5 E1B 21 K (nucl. 459 to 2048 of the Ad5 sequence) was isolated from gel using the 
GeneClean kit. pCC2155s was digested with EcoRI and Kpnl and the vector containing 
fragment was also gel purified. Ligation of both isolated fragments and transformation 
into DH10B electrocompetent cells (Invitrogen/Life Technologies) resulted in pCC536s 

10 (Figure 33). The hybrid E1B sequences are shown in Figure 38 in more detail. FIG38A 
shows an alignment of protein sequences of E1B-21K in the pCC536s construct with wild 
type (wt) Ad35 and Ad5 sequences. As can be seen most of the E1B-21K protein in 
pCC536s is derived from Ad5 except for the C-temiinal 6 amino acids that are identical 
to Ad35 E1B-21K. Figure 38B shows the same alignment for the E1B-55K proteins. In 

15 this case the N-terminal amino acids of pCC536s are identical to Ad5 upto aa 65. The 
remainder is identical to Ad35 E1B-55K. Obviously, different hybrid E1B-55K 
constructs can be designed using the general method oulined above whithout departing 
from the invention. 

Construct pIG536 was made by replacing a fragment with the SpA in pCC536s with the 
20 corresponding fragment from pIG270 (example 6, Figure 1 5) containing the HBVpA. 
Hereto, pIG270 was digested with BamHI and Bgll and the 1.8 kb insert was isolated 
from gel using the GeneClean II kit (Bio 101, Inc.). pCC536s was digested with the same 
enzymes and the 4.8 kb vector containing fragment was purified from gel as above. 
Ligation of both isolated fragments and transformation into STBL-2 competent cells 
25 (Invitrogen/Life Technologies) gave construct pIG536 (Figure 34). 

The generated El constructs were tested in primary baby rat kidney (BRK) cells as 
described in example 6. The results (Table V) confirm earlier observations that Ad5-El 
genes more efficiently transform primary BRK cells than Ad35 El genes. The chimeric 
30 Ad5-Ad35 El expression constructs, pCC535s and pCC536s, produced more transformed 
colonies than the full Ad35 El constructs, pIG270 and pCC271. Furthermore, the use of a 
synthetic poly adenylation sequence in pCC535s resulted in slightly more foci compared 
to the HBVpA variant pIG535. 

35 Human embryonic retinoblast (HER) cells were isolated from the eyes of aborted fetuses 
of 18 and 21 weeks of age. The eyes were brought in a 6 cm dish with PBS and cleared 
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from outside tissue. An incision was made to reach the inner side and the gray cell layer 
at the inner back of the eyes containing the retinoblasts, was scraped off. This layer was 
transferred to a 14 ml tube in 2ml of PBS and tissue was allowed to sediment after which 
the PBS was removed. 2 ml trypsin (0.25%, no EDTA, GibcoBRL) was added and 

5 incubated for 5 minutes at 37°C with occasional swirling. Tissue pieces were allowed to 
sediment and 1 ml trypsin with cells was transferred to a new tube. To this tube 4 ml 
culture medium (DMEM with 10% FCS) was added and the tube was stored on ice. The 
remaining tissue pieces in trypsin were brought in a 6 cm dish and cut into smaller pieces. 
These were, after addition of 2 ml fresh trypsin, again incubated in a 14 ml tube at 37°C 

10 with occasionally swirling. Then this mixture was added to the first isolated cells in 
culture medium and the total was centrifugated at 1 000 rpm in a table top centrifuge. 
Supernatant was removed and cells were resuspended in 10 ml of culture medium. The 
isolated HER cells were plated in two 6 cm dishes and incubated at 37°C/ 10% C02. 
Upon 90% confluency cultures were split 1 :3 and further incubated. This procedure was 

15 repeated until enough dishes were obtained to be used for transfection and further 

culturing. Transfections were performed at different passage numbers using the CaPC>4 
cotransfection kit (Invitrogen/Life Technologies) according to manufacturers instructions. 
For each dish (50-70% confluency) 20 jig DNA was used. Initial transfections were 
performed with pIG.ElA.ElB, an Ad5-El expression construct, and with pIG535, the 

20 hybrid Ad5-El A/Ad35-E1B expression construct. 2-3 weeks following transfection 

transformed foci became visible in the pIG.El A.E1B transfected dishes. On average 15- 
20 foci/dish were found in the dishes that were transfected with pIG.ElA.ElB. Over 30 
clones were picked and transferred to 96- well plates. Upon confluency cells were 
passaged to larger culture plates or flasks and finally viable frozen in ampoules in liqN2 

25 from a T175 flask. All picked clones were established in this way. Transformed foci 

appeared much later in the dishes that were transfected with pIG535, the first around five 
weeks following transfection. On average 3-4 clones were found per dish. A total of 46 
clones were picked from 7 weeks to 3 months after transfections of which 14 were viable 
and could be passaged multiple times. Of these, 2 clones (clone #45 and #75) were grown 

30 up to a T175 flask and viable frozen in ampoules in liqN2. 

Primary HER cells were also transfected with constructs pCC535s andpCC536s. 
Transfection of pCC535s let to an average of 2 clones/dish and a total of 50 clones were 
picked. Of these picked clones 2 could be established. From the transfection with 
pCC536s, at least one clone could be established. 

35 The above described experiments show that primary HER cells can be transformed with 
hybrid Ad5-Ad35 El sequences. The efficiency of transformation was lower than 
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obtained with the complete Ad5 El region. We then tested whether the new cell lines 
could complement recombinant Ad35-based El -deleted vectors. Hereto, the clone #45 
that was obtained from the pIG535 transfection was seeded in T25 flasks at a density of 
7x1 0 6 cells/flask and infected with Ad35.AdApt.eGFP virus (see example 9) at a 
5 multiplicity of infection (moi) of 5 and 25 virus particles/cell. Full CPE was seen at days 
4 and 5 for the moi 25 and 5 respectively. As a comparison parallel cultures of clone #45 
cells that were infected with Ad5.AdApt.eGFP viruses gave full CPE at days 7 and 8 for 
moi 25 and 5 respectively. The initial infection efficiency was comparable for Ad5 and 
Ad35 viruses, -80% (moi=5) and -95% (moi=25) of the cells were infected with GFP 

10 virus one day following infection as measured by fluorescence microscopy. Cells from 
clone #75 were seeded in a 6-well plate at a density of 2xl0 6 cells/well and infected with 
Ad35.AdApt.eGFP or Ad5.AdApt.eGFP at moi 5 (VP/cell). Again initial infection 
efficiency was comparable for both viruses. Full CPE was observed at day 4 in case of 
Ad35.AdApt.eGFP infection whereas Ad5.AdApt.eGFP infected clone #75 cells gave full 

15 CPE on day 7. The difference in replication efficiency on Ad35 complementing cells 
between Ad35 and Ad5 recombinant vectors is even more clear when virus is generated 
by plasmid transfection. This is exemplified by the following transfection experiment 
Clone #45 cells were seeded in T25 flasks at a density of 3.5x1 0 6 cells and transfected 
three days later using LipofectAmine reagent (Invitrogen/Life Technologies) according to 

20 manufacturers instructions and described above. 2 jig pAdApt35.eGFP adapter plasmid 
digested with Pad was cotransfected with 6 jig pWE.Ad35.pIX-rITR or pWE.Ad35.pEX- 
rITRAE3 backbone cosmid digested with NotL 2 jig pAdApt.eGFP (Ad5 adapter plasmid, 
described in WO 00/70071) digested with Pad was cotransfected with 6 ng 
pWE.Ad5 Ailll-rlTRsp (Ad5 backbone plasmid, described in WO 00/70071) also 

25 digested with Pad. One T25 was not transfected and served as a negative control. One 
day later transfection efficiencies were monitored by fluorescent microscopy and 
estimated at 10-15% in all eGFP transfections. Three days following transfection cells 
were transferred to TS0 flasks and further incubated at 37°C/10%CO 2 . Again three days 
later CPE events were becoming visible in the cultures transfected with the 

30 p AdAp t3 5 . eGFP and the pWE.Ad35pIX-rITR+ or - E3. The transfections with the E3- 
deleted backbone contained more green fluorescent cells and more CPE events. The 
transfection with Ad5 plasmids showed only around 20% green fluorescent cells, of 
which most were dying, and no CPE events. Two days later this difference had become 
bigger since cultures transfected with the pAdApt35.eGFP and the pWE.Ad35pIX- 

35 r!TRAE3 clearly showed 80% CPE and cultures transfected with the pAdApt35.eGFP 
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and the pWE.Ad35pIX-rITR constructs showed progressing CPE events. The Ad5 
transfected culture did not show any progression. Table VI summarizes these results. 
We conclude that the new complementing cell lines described above efficiently sustain 
replication of El deleted Ad35-based viruses and that the generation and replication of 
5 El deleted Ad5-based viruses is less efficient. Apparently, also Ad35-E1B55K proteins 
do not form a functional complex with Ad5-E40rf6 proteins. Thus the serotype 
specificity for complementation is now also shown for recombinant Ad5 vectors on Ad35 
packaging cells. 

10 

Example 1 1 

Generation of pWE.Ad.pIX-rITRAE3 

The early region-3 of human adenoviruses contains multiple coding regions for proteins 
that interfere with the host immune response to adenoviral infection. When adenoviral 
15 vectors are used as vaccine carrier such interference is unwanted. Therefore, we 
constructed an Ad35 backbone cosmid lacking the E3 region. 

Hereto, construct pBr.Ad35.PRn (Figure 35; described in example 13 in publication EP 1 
054 064 Al) was digested with StuI and Mlul and the 17.3 kb vector fragment was 
purified from low melting point (LMP) gel using agarase enzyme (Roche) according to 
20 manufacturers instructions. Next, a PCR fragment was generated on pBr.Ad35.PRn using 
primers: 

35E3for: 5'- AAT GAC TAA TGC AGG TGC GC-3' and 

35E3rev: 5'- CGA CGC GTT GTA GTC GTT GAG CTT CTA G-3\ For the 

amplification Pwo DNA polymerase (Roche) was used according to manufacturers 

25 instructions and program set at: 94°C for 2\ 30 cycles of (94°C for 30", 58°C for 

30"'and 72°C for V) and a final incubation at 68°C for 8\ The 833 bp PCR product was 
purified using the QIAquick PCR purification kit (Qiagen) and digested with Mlul and 
StuI. The digested DNA was purified from gel using the QIAquick gel extraction kit 
(Qiagen). Both isolated fragments were ligated and transformed into DH5a competent 

30 cells (Invitrogen/Life Technologies) to give pBr.Ad35.PRnAE3 (Figure 36). The plasmid 
was checked by restriction analysis and sequencing of the PCR amplified insert. The E3 
deletion was then cloned into the pWE.Ad35.pIX-rITR cosmid backbone. Hereto, 
pWE.Ad35.pDO-rITR (see example 4 and Figure 8) was digested with Pad and the DNA 
was purified by precipitation with isopropanol and washing with 70% EtOH. Following 

35 resuspension in milliQ water, the DNA was digested with Swal and the 22.8 kb vector 
containing fragment was purified from LMP gel using agarase enzyme as above. 
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Construct pBr.Ad35.PRiiAE3 was digested with Pad and Swal in the same manner and 
the 16.6 kb fragment was also isolated using agarase enzyme. Both isolated fragments 
were ligated using 0.5-0.6 \ig of each fragment. Ligated fragments were then packaged 
using X-phage packaging extracts (Stratagene) according to manufacturers instructions 

5 and mixed with STBL-2 cells. Bacteria were plated on LB+Amp plates and resulting 
colonies were analyzed for the presence of the correct construct. This gave construct 
pWE.Ad35.pIX-rITRAE3 (Figure 37). The E3 deletion extends from nucl. 27648 to 
30320 of the Ad35 sequence (example 3) and thus spans a 2.6 kb region. 
Cotransfection of NotI digested pWE.Ad3 5. pIX-rITRAE3 andpIPsp-1 digested 

10 pAdApt35.eGFP onto PER55-clone #16 cells (see example 9) as described above gave 
rise to GFP expressing Ad35-based viruses. Upon isolation of viral DNA from these 
viruses, PCR amplification of the E3 region showed that the viruses were deleted for 2.6 
kb of E3 sequences as expected. 
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Table I: 



- Serotype 


Elution [NaCl] mM 


VP/ml 


CCID50 


lOgiO Vf/CCilJ^U 

ratio 


1 


597 


8.66xl0 ,u 


5.00x10' 




2 


574 


1.04xl0 12 


3.66x10" 


U.4 


i 3 


131 


1.19x10" 


1 28x10' 


4.0 


4 


260 


4.84xlO M 


2 50x1 0 B 

i.. JUA 1 VJ 


J. 3 


5 


533 


5 40x10" 


1 19x1ft 10 

1*1 X> A 1 \J 


1.7 


6 


477 


1.05xl0 12 


9 1 4x1 ft 10 

-6.1 *TA I w 


1 ""7 

1.7 


7 


328 


1 .68xl0 12 


9 7^x1 ft 9 


2.4 


9 


379 


4.99x10" 


-a 7^vi n 7 


4.1 


10 


387 


8.32xl0 12 


i i9vin 9 

1 . I Z.A 1 u 


3.9 


12 


305 


3 64x10" 


1 ,**OX 1 V 


A A 

4.4 


13 


231 


4 17-v 1 n 12 

/All/ 


/ . j 1 X i u 


3.8 


15 


443 


J.JJA 1 VJ 


1 .ZDX 1 u 


3.6 


16 


312 


1 7*5x1 fi 12 

1 . / J A 1 V/ 


J.J7AJ U 


3.5 


17 


475? 


I .J7A I U 




3.0 


19 


430 


R 44x 1 0 1 1 


5. jjXiU 


4.0 


20 


156 


1 41x10" 

1 .*T IA.lv 


1 .OoXl u 


3.9 


21 


437 


1 3 21x10" 


1 . 1 ZX 1 U 


3.5 


22 


365 


i 4^vin 12 


^ ^Qv i n 7 
j.Dyx ju 


3.4 


23 


132 


2.33xlO M 


l ^7y i n 7 

1 /XI u 


4.2 


24 


405 


5.12xl0 12 


4 97v lft d 


A 1 

4.1 


25 


405 


7.24xlO n 


S SQxIO 7 

J.J7A I V 


4.1 


1 26 


356 


1.13xl0 12 


1 19v1fi S 


4.0 


27 


342 


2 OOxlO 12 


1 9RxlO* 


4.2 


28 


347 


2.77xl0 12 


s O0y i n 7 


4.7 


29 


386 


2.78x10" 


2.00x1 0 7 


4 1 


30 


409 


1.33xl0' 2 


5.59xl0 8 


3.4 


31 


303 


8.48xl0 10 


2.19xl0 7 


3.6 


33 


302 


1.02xl0 12 


1.12x10' 


5.0 


34 


425 


l.OSxlO 12 


1.63x10" 


0.8 


35 


446 


3.26x1 0 12 


1.25x10" 


1.4 


36 


325 


9.26xl0 12 


3.62x10* 


3.4 


37 


257 


5.86xl0 12 


2.8xlO y 


3.3 


38 


337 


3.61xl0' 2 


5.59xl0 7 


4.8 


39 


241 


3.34x10" 


1.17x10' 


4.5 



Continued on next page. 
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Serotype 

44 
it 


fclution [Nad J mM 


Vr/ml 


CCID50 


logio VP/CCID50 
ratio 


42 


370 


1.95x10 


1.12x10 


4.2 


43 


284 


2.42x1 0 U 


. 1.81x10* 


4.1 


44 


295 


8.45x10" 


2.00xl0 7 


4.6 


45 


283 


5.20x10" 


2.99xl0 7 


4.2 


46 


282 


9.73xl0 12 


2.50x10* 


4.6 


47 


271 


5.69x10" 


3.42xl0 7 


4.2 


48 


264 


1.68xl0 12 


9.56xl0 8 


3.3 


49 


332 


2.20x1 0 U 


8.55x1 0 7 


4.4 


50 


459 


7.38xl0 12 


2.80xl0 9 


3.4 


51 


450 


8.41x10" 


1.88x10* 


3.7 



Legend to Table I: 
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All human adenoviruses used in the neutralization experiments were produced on 
PER.C6 cells (Fallaux et aL, 1998) and purified on CsCl as described in example 1. The 
NaCl concentration at which the different serotypes eluted from the HPLC column is 
shown. Virus particles/ml (VP/ml) were calculated from an Ad5 standard. The titer in 
5 the experiment (CCID50) was determined on PER.C6 cells as described in Example 1 by 
titrations performed in parallel with the neutralization experiment. The CCDD50 is shown 
for the 44 viruses used in this study and reflects the dilution of the virus needed to obtain 
CPE in 50% of the wells after 5 days. The ratio of VP/CCID50 is depicted in logio and is 
a measurement of the infectivity of the different batches on PER.C6 cells . 



10 
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Table II. AdApt35.LacZ viruses escape neutralization by human serum. 





Human serum dilution 

no serum lOx 50x 250x 1250x 6250x 


Virus 


AdApt5.LacZ 
moi: 5 VP/cell 


100% 


0% 


0% 


1 % 


40% 


80% 


AdApt35.LacZ 
250 fxl crude lysate 


100 % 


100 % 


100% 


100% 


100 % 


100 % 
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Table III: The numbers of foci obtained with the different El expression constructs in 

BRK transformation experiments. 
Average # of foci/dish: 



Construct 


1 Hgr 


5 ugr 


Experiment 1 pIG.ElA.ElB 


nd 


60 


pIG.ElA.ElB 


nd 


35 


pRSVAd35El 


0 


3 


pIGAd35.El 


3 


7 


Experiment 2 pIG.ElA.ElB 


37 


nd 


pIG.Ad35.El 


nd 


2 


Experiment 3 pIG.ElA.ElB 


nd 


140 


pIG.Ad35.El 


nd 


20 


pIG270 


nd 


30 
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Table IV: Yields of El- and E1/E3- deleted Ad35 viruses on clone #16 cells produced on 
triple layer flasks. 

5 Virus Scale(T175m flasks) Total # of Virus Particles after DSP VP/cell 



Ad35.AdApt.eGFP 4 7.5xlO u 2500 

Ad35.AE3.AdApt.empty 8 2xl0 12 3300 

Ad35.AE3.AdApt.LacZ 8 3.8xl0 u 600 

Ad35.AE3.AdApt.MV-F 4 8.8xlO u 2900 

10 Ad35.AE3.AdApt.MV-H 8 2.6xl0 12 4250 
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Table V: Transformation efficiencies on BRK cells with different Ad-El expression 
constructs. 



Construct Transfected DNA (p.g) # foci per dish 

5 Experiment 1 pIG.ElA.ElB 5 44 

pIG270 5 0 

pCC271 5 0 

pIG535 5 1 

pCC535s 5 2.5 

10 Experiment 2 pIG.ElA.ElB 4 15 

pCC271 4 0 

pCC535s 4 3 

pCC536s 4 3 
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Claims 

What is claimed is : 

5 1 . A packaging cell line capable of complementing recombinant adenovirus 

based on a serotype from subgroup B. 

2. The packaging cell line of claim 1 wherein said serotype from subgroup B 
is adenovirus type 35. 

10 

3. The packaging cell line of claim 1 or 2, wherein said packaging cell line is 
derived from primary, diploid human cells, or derivatives thereof, said primary, diploid 
human cells or derivatives thereof having been transformed by adenovirus El coding 
sequences either operatively linked on one DNA molecule or located on two separate 

15 DNA molecules, said adenovirus El coding sequences being operatively linked to 
regulatory sequences enabling transcription and translation of encoded proteins. 

4. The packaging cell line of claim 3 wherein the primary, diploid human 
cells, or derivatives thereof have been selected from the group consisting of primary 

20 human retinoblasts, primary human embryonic kidney cells and primary human 
amniocytes. 

5. The packaging cell line of claim 3 or 4, wherein the primary, diploid 
human cells, or derivatives thereof have been transfected with an adenovirus El A coding 

25 sequence to induce unlimited proliferation. 

6. The packaging cell line of claim 5 wherein said packaging cell line further 
comprises an E1B coding sequence. 

30 7. The packaging cell line of claim 3 or 4, wherein the primary, diploid 

human cells, or derivatives thereof have been transformed by expression of adenovirus 
El proteins of a subgroup other than subgroup C. 

8. The packaging cell line of claim 7 wherein the subgroup other than 
35 subgroup C is subgroup B. 
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9. The packaging cell line of claim 8, wherein said adenovirus El proteins 
are derived from adenovirus type 35. 

1 0. The packaging cell line of claim 3 or 4, wherein the primary, diploid 

5 . human cells or derivatives thereof have been transformed with a chimeric adenovirus El 
construct comprising part of a first adenovirus El coding sequence of a first adenovirus 
serotype that enables efficient transformation of primary human cells or derivatives 
thereof; and part of a second adenovirus El coding sequence of a second adenovirus 
serotype, wherein said second adenovirus El coding sequence provides the serotype- 
10 specific adenovirus E1B function(s) that enable(s) efficient propagation of recombinant 
adenovirus El -deleted viruses of said second adenovirus serotype. 

1 1 . The packaging cell line of claim 1 0 wherein said first adenovirus serotype 
is a subgroup C adenovirus and said second adenovirus serotype is a subgroup B 

15 adenovirus, more particular adenovirus type 35. 

12. The packaging cell line of claim 10 wherein El A coding sequence and at 
least part of the E1B-21K coding sequence are derived from a subgroup C adenovirus, 

, and the E1B-55K coding sequence as far as not overlapping with the 21 K coding 
20 „ sequence is derived from a subgroup B adenovirus. 

13. The packaging cell line of claim 12 wherein said subgroup B adenovirus is 
adenovirus type 35. 

25 14. The packaging cell line of claim 10 wherein all El coding sequences are 

derived from a subgroup C adenovirus, except for at least a part of the E1B-55K coding 
sequence that is necessary for serotype-specific complementation of an alternative 
adenovirus serotype, said E1B coding sequence being derived from said alternative 
adenovirus serotype. 

30 

15. The packaging cell line of any one of claims 6, 1 0 or 14, wherein said 
packaging cell line comprises bovine adenovirus E1B-55K. 

16. The packaging cell line of claim 15, wherein said complementing 
35 recombinant adenovirus is derived from a bovine adenovirus. 
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17. The packaging cell line of claim 3 or 4, wherein the primary diploid 
human cells or derivatives thereof have been transformed by adenovirus El coding 
sequences located on two separate DNA molecules wherein the first DNA molecule 
carries at least part of the El coding sequences of the serotype enabling efficient 
5 transformation and the second DNA molecule carries at least part of the sequences 
necessary for serotype-specific complementation. 

IS. The packaging cell line of claim 4 wherein said derivative cells are 
PER.C6 (ECACC deposit number 96022940) which further comprise an Ad35-El region 
1 0 integrated into their genome, and wherein said Ad35-El region is present in a functional 
expression cassette. 

19. The packaging cell line of claim 18 wherein said Ad35-El region does not 
contain sequences overlapping with sequences present in an associated recombinant viral 

15 vector. 

20. The packaging cell line of claim 18 or 19, wherein said functional 
expression cassette comprises a heterologous promoter and a poly-adenylation signal 
functionally linked to said Ad35-El region, wherein said heterologous promoter is a 

20 human phosphoglycerate gene promoter (hPGK) and wherein said poly-adenylation 
signal is a hepatitis B virus poly-adenylation signal (HBV-pA). 

21. The packaging cell line of claim 20 wherein said Ad35-El region 
comprises the coding regions of the El A proteins and the E1B promoter sequence linked 

25 to E1B coding sequences up to and including the stop codon of the E1B 55K protein. 

22. The packaging cell line of claim 20 wherein said Ad35-El region 
comprises nucleotide 468 to and including nucleotide 3400 of the Ad35 wild-type 
sequence. 

30 

23. A cell line derived from PER.C6 (ECACC deposit number 96022940), 
which cell line comprises Ad35-E1B coding sequences. 

24. The cell line of claim 23 wherein said Ad35-E1B coding sequences are 
35 driven by an E1B promoter and terminated by a heterologous poly-adenylation signal. 
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25. The cell line of claim 23, wherein said Ad35-E1B coding sequences are 
driven by a heterologous promoter. 

26. The cell line of claim 25 wherein said Ad35-E1B coding sequences are 

•'5 driven by a hPGK promoter or an Elongation Factor-la (EF-la) promoter and terminated 
by a heterologous poly-adenylation signal. 



27. The cell line of claim 24 or 26, wherein said heterologous poly- 
adenylation signal is a hepatitis B virus poly-adenylation signal (HBV-pA). 

10 

28. The cell line according to any one of claims 23-27, wherein said Ad35- 
E1B coding sequences comprise the coding sequences of the E1B 21K and the E1B 55K 
proteins located between nucleotides 1611 and 3400 of the wild-type Ad35 sequence. 

1 5 29. The cell line of claim 28 wherein said Ad3 5-E 1 B coding sequences 

comprise nucleotides 1550 to and including nucleotide 3400 of the wild-type Ad35 
sequence. 



s s 3 0 . The cell line of claim 28 wherein said Ad3 5-E 1 B coding sequences 
20 comprise the coding sequences of the E1B-55K gene located between nucleotides 1916 
and 3400 of the wild-type Ad35 sequence. 

3 1 . The cell line according to any one of claims 23-27, wherein said Ad35- 
E1B coding sequences comprise the coding sequences of the E1B-55K gene located 

25 between nucleotides 1916 and 3400 of the wild-type Ad35 sequence. 

32. The cell line of claim 31, lacking a functional coding sequence for E1B- 

21K. 

30 33. The packaging cell line according to any one of claims 1-22, or a cell line 

according to any one of claims 23-32, further comprising a DNA encoding at least E4- 
orf6 of an adenovirus of subgroup B, preferably adenovirus serotype 35. 

34. A method for complementing a recombinant adenovirus comprising 
35 providing a packaging cell line according to any one of claims 1-22, or a cell line 
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according to any one of claims 23-33, with said recombinant adenovirus and culturing 
said cell to allow for complementation. 

35. A method according to claim 34, further comprising harvesting 
complemented recombinant adenovirus. 

36. A method according to claim 34, or claim 35, wherein said recombinant 
adenovirus is derived from [adenovirus] a subgroup B adenovirus. 

37. A method according to claim 36, wherein said recombinant adenovirus is 
derived from adenovirus type 35. 

38. A recombinant adenovirus obtained by a method according to any one of 
claims 34-37. 

39. A recombinant adenovirus according to claim 38, comprising a deletion of 
nucleic acid encoding at least one El -region protein. 

40. A recombinant adenovirus according to claim 38 or claim 39 comprising a 
deletion of nucleic acid encoding at least one E3-region protein and/or at least one E4- 
region protein. 

41. Use of a recombinant adenovirus according to any one of claims 38-40, for 
the preparation of a medicament. 

42. Use of a packaging cell line according to any one of claims 1 -22, or a cell 
line according to any one of claims 23-33, for the complementation of a recombinant 
adenovirus. 
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CATCATCAAT 
CCCGTCTEGT 
7GGGGG7GGA 
CTACT7A&TT 
ATTTTCGCGC 
TTG7TCAGGG 
CCGCGTA(fCG 
GG7 TTGTGTC 
ATAAAAA^AT 
GGAGCTTGTG 

CTTCAGSA AC 
TTACCGATTC 

7CCAGGGGTG 
TTGCACTGCT 
CTGCAGCGGG 
TGGC7GT4AG 
ATGA6AAGGC 
TCACATGtAT 
ATCTCCTGAT 

cctgtga4gc 
sacctttgga 

ACG7CAATjA7 

TGGGCGGGGA 

ATGGAGGTjTT 

TCTCCGGITT 

TAAACAA^AA 

GTTCACTTiTA 

CTTTTCTlUc 

CATAGCC^CA 

CAGCCTTTjGG 

AAGAGGAGAA 

C7GCAACQGG 

GTGGTACllGA 

GCATGAGGTT 

AAAACAT5TT 

GGCCTGATJAA 

GGCTGAGGTG 

GTAGTCGGTA 

TTATGGCCjAA 

CTGGGCAC|AC 

AGTCAATTGT 

GGG7CCG*T]CA 

TAACATGAlTT 

A7GC7GGC7A 

CCAAGTGC AC 

GAAAGTGTTG 

ATCTGSAAGA 

CCAGGTTCCA 

7GGAGCAGAG 

TTTTCAGATG 

TTTTAAGG3G 

GTTATCGGAT 

TAAGTTCTTC 

AATGGGTTfcC 

AASTTACT^TG 

CCGAGTTGtG 



AATATACCTT 

GATTGGC7GT 

GTTTTTTTGC 

TTCCCACGGT 

GAAAACTGAA 

CCAGGTAGAC 

TGTCAAAGTC 

AAGAGGCCAC 

GAGAGATTTG 

G7GCACGCCC 

TGTATGATTT 

TATGCTTTTA 

ATTGTGGAAA 

ATGAAGACGG 

TGAGGGAG7G 

TCTTGTGAAT 

ACTGCCACTT 

ATTGAGTCTG 

TCTACTACCT 

TTAAGCCTGG 

CTTGAGTACA 

TTGTCTGAGA 

CTCAGGTATA 

GGCCCAT7TT 

TTGGAGAT7C 

TTTGAAAAGT 

AAGAAAAAGT 

TTTTATAT7A 

GCATTGTGGA 

GTGTAGCGGG 

CCCGAGAGCC 

TGCTTACTGG 

TGCTAGATCT 

CAGAAAGAGC 

GG77GGAGCC 

ACAGTATAAG 

GTAATAGA7A 

TGGAAECAGT 

TACCAAAC7T 

GTTAG7GTAC 

CTC'tGAAGAA 

CTCCCCTTC7 

TGTGGTGCTT 

CTGTGCATAT 

CA7GCATGCA 

TTGGAACCAG 

TCCTGAGGTA 

GCCGG7G7G7 

TTCGGATCCA 

GACAGATTGA 

BGAGTCTTCA 

CTACTG7GGA 

ACC7T7GGAC 

TATGGAAGCA 

TCCTT TTGGC 

AGTACAAACT 



ATAGATGGAA 
GGGGTTAACG 
AAG7TGTCGC 
ATTTAACAGG 
TGAGGAAGTG 
TTTGACCCAT 
TTC7GT7TTT 
TCTTGAGTGC 
CGAT7TCTGC 
TGATGGGAGA 
AGAGGTAGAG 
GCTGCTAATG 
GCGG7ACAGG 
GTTTCCTCCG 
AAGGCTGCCA 
TTCACAGGAA 
TATT7ACAGT 
AG777TGTGC 
CACC7CC7GA 
GAAACGTCCA 
CGGAAACG7C 
G7GCAATGTA 
7AAGTAGAAG 
GGAAGAGCTT 
TGG77CGCTA 
TGTTGGTAGA 
TTTATCAGTT 
GA7AAATGGA 

GAACA7GGAA 

AATCCTGAGG 

GGCCTGGACC 

ATCTACGTCC 

GAG7TGGCTT 

CAAGCCATGA 

AGAGGATGAT 

ATCAGTAGAC 

CTCAAGACAA 

CAC7TTTGTA 

ATAT7G CATG 

GGGGGTGTAG 

ATGCATA77C 

ACAGA7ACTG 

CCGATGAGAG 

TGTTTCCCAT 

GGTGGGCGTA 

ATGCCTTTTC 

TGATGATACG 

GTAGA7G7GA 

GTGGAGAAGA 

G7AAAAATTT 

GCCCTTATCT 

TGGAAGACCC 

GCAGCTGCAG 

TCGTGGCTftA 

CCAGCTGGAG 

GAGTCTGCTG 



TGGTGCCAAT 

GTTAAAAGGG 

GGGAAATGT7 

AAATGAGGTA 

TT7TTCTGAA 

TACGTGGAGG 

ACGTAGGTGT 

CAGCGAGAAG 

CTCAGGAAAT 

CGATCCGGAG 

GGATCGGAGG 

AACGATTAGA 

TGTAAGAAAA 

AG7GATGAGG 

ATGTTGG7TT 

AAA7ACTGGA 

AAG7G7GTTT 

TTC77ATTA7 

TATTCAAGCA 

GCAGTGQAGA 

CAAGACAATA 

ATAAAAATAT 

CAGACCTGTG 

AGGAAGAC7A 

G7GAAT7AGC 

7TGCCCAGGA 

7TAGACTTTT 

TCCCGCAGAC 

GG77CGCAAG 

CATCCACCGG 

C7CCAGTGGA 

ACTGGACGGG 

TAAGTTTAAT 

AGTTTCTGTA 

TGGGCGG7GG 

GGATTAATAT 

GACAGTTATT 

AATGTTAAGT 

GTTGTAGCTT 

777C7ATGCG 

CAAAGA7GTA 

GATG77T7AT 

GCCTTA7CAA 

CAACGCAAAA 

BAGGAATGTT 

CAGAA7GAGC 

AGATCGAGGG 

CCGAAGATC7 

AAC7GACTAA 

G77TT7TCTG 

GACAGGGCGT 

GTTCAACCCG 

CCGCTGCCGC 

77CCAC77CC 

GCT77GACCC 

TCGGCACGGC 



A7G7AAA7GA 
GCGGCGCGGC 
ACGCA7AAAA 
G777TGACCG 
7 AATG7GG7A 
TT7CGATTAC 
CAGC7GA7CG 
AG7T77CTCC 
AA7C7CTGCT 
CCACCTGTGC 
A7TCTAATGA 
ATTAGATCCG 
77ACC7GA7T 
AG6ACCA7GA 
TCAG77GGAT 
G7AAAGGAAC 
AAG77AAAA7 
AGG7CC7G7G 
CC7G77CC7G 
AACTTGAGGA 
AG7G77CCA7 
G7TAAC7G7T 
TGG77AGC7C 
GGCAACTQ77 
7AGGG7AGTT 
C7TT77GAAG 
CAACCCCAGG 
TCA777CAGC 
ATGAGGACAA 
7CA7GCCAGC 
GGAGGCGGAG 
ATAGGG6CG7 
GAG 7CGCAGA 
TTGCAGGAGA 
CCA77AAAAA 
CCGGAATCC7 
AGA7GC7GCA 
T7AGGGGAGA 
777TGG7TTC 
7C7TGGA77G 
ACC7GGGCA7 
77TAA77AAG 
A7GC7CACTT 
AA7GGCCTGT 
TA7GGGTTAC 
C7AACAGGAA 
7GCGCGCA7G 
CAGACCGGAT 
GGTGAG7AT7 
7CT7GCAGCT 
C7CCCA7CCT 
CCAA7TCTTC 
CGCC7CTG7C 
7C7AA7AACC 
AACG7C7GGG 
AAAG7CTAAA 



GG7GA7777A 
CG7GGGAAAA 
AGGCTTC7TT 
GA7GCAAG7G 
T77ATGGCAG 
CG7G7TTTT7 
C7AGGG7A77 
7C76GGCCGG 
GAGAC7GGAA 
AGC77777GA 
GGAAGC7G7G 
CC7TTGGACA 
TGAG77CCG7 
AAAGGAGCAG 
7GCCCGGAGC 
7GTTATG77C 
77AAAGGAAT 
7C7GA7GC7G 
7GGACG7GCG 
CTTG77ACAG 
A7CCG7GTTT 
CACTGG7777 
ATAGGAGC7G 
AGAGAGCGC7 
777AGGA7AA 
C7C7TAAT77 
7AGAAC7GCT 
AGGGGATACG 
7C7TAGG77A 
GG77C7GGAG 

7AGC7GACTT 
7AAGAGGGAG 
CGTCC7GAAA 
AA7AT7CACT 
T7A7GCCAAG 
TGTTACATAT 

7GATGGATA7 
7GG7TA7AA7 
AACAA7ACC7 
CCACAGCTGG 
7C7GAATGAA 
GGAAATGCCA 
GTGC7GG7GG 
7777GA7CAC 
CAG7GTAACA 
7C7TTCACAT 
CGAA7GCGGA 
CATTTGGT7A 
GGGAAAACT7 
GACA7GAG7G 
GGGCAGGAG7 
AACGC7GACC 
GCCGC7AACA 
C77C7ACAG7 
7GAAC77TCT 
TAAAAAAAA7 



AAAAG7C7GG 
7GACG77TTA 
7C7CACGGAA 
AAAATTGC7G 
GG7GGAG7AT 
ACCTGAATTT 
7ATACC7CAS 
CAG777AATA 
A7GAAA7A77 
GCC7CC7ACG 
AATGGC7777 
CTTTCAATAC 
GSACTG7GAT 
TCCA7GCAGA 
77CC7G5ACA 
GC77TG77A7 
A7GC7G777T 
ATGAATCACC 
CAAGCCCA77 
GGTGGGGACG 
AC7TAAGG7G 
7A77GCTT7T 
GC77TCA7CC 
TCGGACGGAG 
AACAGGAC7A 
GGGCCATCAG 
GC7GC7GTGG 
777TGGA777 
C7GGCCAG7G 
GAGCAACACC 
G7CTCCTGAA 
AGGGCA7CCA 
CCA77TGG7G 
GGAACAGC7G 
A7AGC777GA 
CTGGAAA7GG 
G7GGCCTGGA 
GGAA7AGTG7 
GTG7AGA7GC 
CAGAACCAAG 
GGCGAAGCAA 
GCG7AAAGCA 
GCA77G7AA7 
AA7GTG77GA 
7GAATCA7GT 
GAACACGCAA 

GGCAAGCATG 
T7GCCC6CAC 
7GGGGTGGGA 
GAAA7GCT7C 
7CG7CAGAAT 
TAT0CTAC7T 
C7G7GCT7GG 
GAC7CAGGAC 
CAGCAGG7GG 
TCCAGAA7CA 
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s; iitssszi j£«:fS5s ssssjs; isjk?sk beekii isisss ssss 

!5! cggggtIetg SSiSSE JSffESI f"TMM?S HEIS" wSSSSS 1S2?SS 

CGGGGTAGTG MET AAATCA CCCAGTCATA ACAAGGTCGC AGTGCATGGT GTTGCACAAT ATtttttapa 

«? ttKSotoa UttKSS? r GTAGGTGT ttacaaSS gttgagctgg ileSSTsci 

211] 11,, AAlTATGTGC ATTTTGGATT GGATTT7TAA GTTGGCAATA TTGCC6CCAA GATCCCGTCT 

St KtSEUIb SnSiSS GGTGTATCCG BTACATTTAC bJStTATC GTBcKSI 

faATGGAAAAG CGTGGAA AAA TTTGGAGACA CCCTTGTGTC CTCCGACATT TTrrATrpAr TrATrrAT^T 

13 ttcctgagtt 2!?£?K? !22SE?S «wca**cIc ErfSifiS StmScJt S?St?I? b 

4fif fiT?£r? A SJ AAGCCATTTT AATGAATTTG GGGCGGAGC6 TACCAGATTG GGGTATGAAT 

Sg SSSiiSS SfSJSSS ISSSSK SSSSSSi SKBBR ZSSSBS 

4761 CAAGTTTCTG AGCAATTGAG ATTTGCCACA YrrrrTrrrr rrATA^r^ ^':!*i;*r T T GGGATGATAG 
4S31 TrrTArTTTii rrrAArrnr, nii^SSSzC J C CGGTGGGG CCATAAATAA TTCC6ATTAC ACGTTCCACG 

b: IS SsS S STsE Bxia* gg-B: 

I iii in ss as all III im 
I II I I IH III IIP as she 

5531 GGGGTCAAAA Z3uCT?S? «CCA?A^T tTtSJSS? JSSJccS ^CGETTCATT 
5601 CCTCGTT6AB TGACAAACAG GCTGTCCGTA TCTCCBTAgI JTST^tI? lUiSlBBil A^GTTCGTGT 
5671 TGCCTCGGTC TTCTTCGTAC AGGAACTCTC ACCACTCTr* ^I^f'TIZJ^ ASeCCTCT TC TCCAGTCG&G 
5741 GGAGGCTATG TGGGAGGGGT AGCGATCGTT m?rAArrIre J^5^55 C S CGGG TCCAGG CCAGCACAAA 
5B11 ATGTCACCCT CTTCAACATC CAgIaa?ItG ATTGCCT*!? frr^rSSSI TTTCCAAAGT ATGCAAACAC 
588 1 CTGGGG6GGT ATAAAAGGGG 6CGGTTCTTT KTfffH?? Zr^TSZJ? CACE1 " GAC CT GSGGTCCCCG 
5951 CAGCTGTTGG GGTAGGTATT CCCTCTrrll A " GTCTTCC GGATCGCT6T CCAGCAACGT 

6021 AACSAGGAgI SStXtIS SweSSS Sr^fEr A "J CTGCAC T CAGGTTGTC AGTTTCTAAG 
6091 AAAACACAAT TTTT?TA7TG TCA^SItgc ^clfff^A SIJ TCATGAG GTTTTCGTCC ATTTGGTCAG 
6161 AATGGATCGC ATGGTTT6GT TCTTTTCCTT BTCCSCrfft Trwr^So nS?J T 5S ATA AAAGTTTCM 
6231 TCGCGTGCCA GGCACTTCCA TTCGGGGAAG ATArTr£S?£ CGATGTTGAG TTGGACATAC 

6301 CTCSATTATG CAAGGTAATT AAATCCACAC rli'llfJ-lr £TI£ ATCTGG CA CGATTCTC ACTTGCCACC 
6371 GAGCCTACCT CCTTTCCTAG AACaISaa^C CsLfrTrrr 5?5?^ T 5 6A AGGGGTTCA T TGGTCCAACA 
6441 TCCATGGTAA APATTrrrr? V ?. V^S GGGAAGTGG P TCTAGCATAA GTTCATCGGG AGGGTCTGCA 

§511 ffSgJftJ f?££Kg iJKcraCT 2fISi^ iS»I8 B AE ^GGGTC A TCTLScCA 
6581 GAGAGCAGAG GCATACATGC CACAflrrTr at1£!S5?TI AACGGGA CTG CCCCAGGSCA TGGGATGGGT 
665! GGATAGCATC IcccCCCTCT SJESttIS CGCACAtIg*? ESSSESI ft** 6 * 10 " TATBTABGTT 
6721 CCGGACCCAA GTJGGTGCGA TTGGGTTTTT CtIt^T^I Ztlrl^Z™ ATG ™ATGGC BCTAGCAGCC 
6791 GGAAGAGATG GTGSGTCTTT GaZaaaTGTT elflJSJSf ^ C ^I5 TBS CGAAAGATGG CGTGAGAATT 
6661 TGGGCATAAG A7TCTTGAAG CTTGGTTACr ^ GTA S AC C TACAGAGTC TCTGACAAAG 

6931 G7GTTTCTTG AATGATGTCA TAaIcTCc" CCT?TT?CTT TTr^l^ ?TCTAGGGCG CAGTAGTCAA 
7001 TTCGCGATCC TTCCAGTACT |-TTrTirrrn «*IIHZ5 TTCCCACAGT TCGCGGTTGA GAAGGTATTC 
7071 AACTGATTAA CTGCCT^GtI AGGgJagcaI «CTTCT?5I J^J$ T S CAC GETAAGA TCC TAGCATGTAG 
71^1 GTAGCGAAGC GTGAGTAAGG KAaabbtpt r^rrJ^I 0 ™ CGGG TAGAGA GTATGCTTGA GCAGCTTTTC 
7211 GTCGTCACAC CCTCCCTCTT «cf??S5I ~T»IS GACTTTGAGA AATTGGTATT TGAAGTCCAT 

7281 AAAGTAACAT CATTGaIgAG AATc?Ta?7p n$$rlZZZ* C CGTTTCTTGT AGCCGGCGTT GCCCAAA6CG 
7351 GTACTTCCGC reOATTBTTB ATC*5fc« cSSSoSJ Ga"^^ AeTGA TGCGG AAAcS??g5| 
7421 TACGATGTAr AATTCTATGA AACGCGrrrT rrr-P^E?^ GATTTCGTCG AAACCGTTGA TGTTGTGTCC 
749! AGGTCTGTGG EGTCAGaTaa GGCGTaS?" IcgIgIgCCC I?^SJ*^J TACTGAGCTC ATCAAAGGTT 
7561 ATGATGACCA AAGATCTACC GCCAGTECTr TTT^x^SSH G ^ GCAG . GTGAGGATTT GCATSTAGGA 

7631 TCCCATTTTT TCTGGAGTGA C^CAgJagIa llrrl^lf. GT E CCSATAC TGACBAAAAT GCCGGCCAAT 
770T ATGGCTAGAT CGTGGGCCAT GTTGACGArA CrJTrl???^ IEJ " rGGG A7CGATCCCA CTTGAGT7TA 

Si SKHSE SSSSS fS?i SSESSSS SJSffSK? 

7 9 „ TGGiAGTAGA 4 G TTT C T =c! SJSSKSSS URgSSR SSSSS JfflS^ 



WO 02/40665 



7/47 



PCT/NL01/00824 



7981 AGCG7TGCAC 
B051 GCCGAGGCC7 
8121 ATGGTGGTCA 
8191 GGACGAGAGC 
8261 CAGAAGATTA 
8331 TCGTTTGTAG 
8401 TTCTTTTGAT 
647,1 . GGCA6CGG77 
854 : 1 GGTA7TGCGC 
8611 GG7GAAAGC7 
8561. ACGGCAGC7T 
S75T GCTCGATTTC 
8321 ACGGCCCA7G 
S89 1 TCGGAGTCTC 
8961 TGCATAGGCG 
9031 TCGTCTCAGC 
©101 GCAAAATTAA 
9171 CTATGGTGGC 
9241 TAACATCTCT 
3311 CGG7CGATGA 
9381 CGCGCGGTCG 
9451 GAGGGA6AGG 
9521 TCAAGATCCA 
9591 GTACGGCTTC 
9061 AGGTGAGACG 
9731 ACCAGGTCTT 
9S01 TAGCAAGATC 
9871 CATACGTGTG 
9941 ATGGCTTGCT 
10011 TATTAATGGT 
100S1 GGTGTA7TTA 
1Q15T TACCCTATAA 
1022 1? : CGAGGTCTTC 
1029lf AGTAGAAGCC 
GGCACGGTTT 
10431-4- AGCGACTCGA 
105O1,>TACTCSAGCC 
1057 In. CAGGATACGG 
10641 TTTGCCGCTC 
10711 AGCAGCAACC 
10781 CTATGATCTG 
10851 CGAGTTCAAC 
10921 GCGAGGAGCC 
10991 AAGACGAGTG 
11061 GTGGCTGCAG 
11131 TTAATAATCA 
1 1201 GATGGAAGCT 
11271 AGCAGAGACA 
11341 ATCTTATCAA 
11411 CATCAATTAC 
11481 ATAGACAAGG 
T1551 ATCTTGCGGT 
11€21 CAGGGAAC7G 
1 1691 ATGGCAGCTG 
11761 CTTACATAGA 
H531 GTGTTTTTTG 
1T901 CGGCATTAAC 
11971 GAAGCCTTTA 



GGGTTG7A7C 
GGCGATTGTA 
TGCTGACGAG 
GCGCAGGCTG 
ACTTGCATGA 
AGACGTCAAT 
CGGTGGTGGC 
GTTCCGGACC 
TCTGAGAAGA 
ACCGGCCCCG 
GTCTCAGTAT 
TTCCTCCTGA 
AGTTQGGAGA 
TTGCGCGCAT 
CTGAAAAAGG 
GGCATTTCGC 
AAAAC7GGGA 
CCGTACTTCG 
TCTTCGTCTT 
ATCGTTCAAT 
CAGAGTAAAA 
GCGCTGATTA 
CGGGATCT6A 
TTGTGGGCGG 
ATGCTGCTGG 
TCGGTCCGGC 
TTTGTAGTAG 
AGTCCAAATC 
GTACTTGGGT 
GTAAGCACAG 
AGGCGCGAAT 
GAAAATGCGG 
CAACATAAGG 
CGAGGAAACT 
GACCAG7GAG 
CTCCGTAGCC 
GGCCGGAGCC 
AATCGAGTCG 
AGATGCATCC 
ACAAAAGGCT 
GACTTGGAAG 
TGAAAAAAGA 
GGAGGAGATG 
TTSCGAGACG 
CCAACCTTET 
TGTGCGAACC 
ATCATTCAGA 
ATGAGGCTTT 
CATTCTACAG 
TCGGTTTTGA 
AGGTGAAGAT 
GTATCGCAAT 
ATGCACAGTT 
ACTTGCAGTG 
AGAGGCGGAT 
CTAGATGGAA 
TCCTCGGACG 
GACAGCAACC 



TCGTGAATGA 
TCTCGTGCTC 
CCCCCGCGGG 
GAGCTGTCCA 
TCTTTTCCAG 
GGCTTGCAGG 
TCTCTTGCTT 
CGGGGGCATC 
CTTGCGTGCG 
TGAGCTTGAA 
TTCTTGTACG 
AGATCTCCGC 
ATGCATTCAT 
CACCACCTGA 
TAGTTGAGTG 
TAACATCGCC 
GTTTCGCGC5 
CGTTCGAAGG 
CAGQCGSGGG 
CACCTCTCCG 
ACACCGCCGC 
TACATTTTAT 
AAACCTTTCG 
DGGTGGTTAT 
TGATGAAATT 
TTGCTGGATA 
TCTTGCATGA 
CGCGCATTGG 
AAGGGTGGCT 
TTGGCCATGA 
AGGCGCGGGT 
CGGTGGTTGG 
CGGTGATAGC 
CGCGTACGCG 
GCGCGCGGAG 
TGGAGGAACG 
GCGGCTAACG 
TTTTGCTGGT 
CGTGCTGCGA 
GTCCCTGCAA 
AGGGCGAAGG 
TTCTCGCGAG 
CGAGCTTCCC 
AGGATTTCGA 
ATCGGCTTAC 
CTGAT7GCCC 
ACCCTACTAG 
CAGAGAGGCG 
AGTATCATAG 
GCTTGGGAAA 
AGATGGGTTC 
GACAGAATGC 
TGCAAAGAGC 
GCAGCCTACT 
GAAGGCGAGG 
CAGCAAGCAC 
ATTGGACCCA 
CCAGGCCAAC 



GCTGTACCTG 
TTCTATATTC 
AGGCAASTCC 
GAGTCCTGAG 
SGCGTGCGGG 
GTTCCGTGTC 
CTTGCATGCT 
CCTGCTAGTG 
CCACCACGCG 
CCTGAAAGAG 
TCACCA6AG7 
GACCCGCTCT 
GCCCGCCTCG 
GCGAGGTTAA 
TGGTGGCAAT 
CAGAGCTTCC 
GACACGGTCA 
CTCCCGGGAT 
CGGAGGGGGC 
CGGCGGCGGC 
GCATC7CCTT 
TAATTGGCCC 
ACGAAAGCGT 
GTG7TCGGTC 
AAAGTAGGCA 
CGCAGGCGA7 
GCCG77C7AC 
77GTACCAG7 
7GAAAG7CA7 
C7GACCAC77 
GTCAAAGA7G 
CCG7AGAGAG 
CG7AGATG7A 
G7TCCAAA7G 
7CA77GA7GC 
TGAACGGG7T 
TGGTATTGGC 
77CCGAATGG 
CAGA7GCGCC 
C7AC7GCAAC 
AC7GGCACG7 
GCGTATGTGC 
GCT77AACGC 
AG77GA7GAA 
GAGCAGACAG 
GCGAAGAAG1 
CAAACC7C7G 
C7CC7GAACA 
7GCAGGAGCG 
A7A77ACGC7 
7ACA7GCGCA 
A7CCCGCGG7 
7C7GAC7GGA 
CGCAGGGC7C 
AGGAAGAGGG 
CGGA7CCCGC 
GGCCATGCAA 
CG7C7A7CGG 



GC77CCC77G 
GC7G7A7CGG 
AGACC7CGGC 
ACGC7GCGGA 
AGGTTCAGAT 
C777GGGCGC 
CAGAAGCGG7 
GCACG7CGGC 
7CGA77GACG 
AG77CAACAG 
7G7CC7GG7A 
77CGACGG76 
77CCAGACGC 
GC7CCACG7G 
G7G77CGGCG 
AAGCGC7CCA 
A77CC7CC7C 
C7C77C77CC 
ACGCGGCGAC 
GCA7GC777C 
AAAGTGG7GA 
G7AGGGAC7G 
C7AACCAG7C 
7GGG7C77C7 
G77C7A AGAC 
7GGCCA77CC 
GGGCAC7TC7 
GCCAAGTCAG 
CAAAA7CCAC 
AAC7G7C7GG 
7AA7CG77GC 
GCCA7CG77C 
CC7GGACA7C 
77GCGTAGCG 
7C7A7AGACA 
GGG7CGCGG7 
AC7CCCG7C7 
CAGGGAAG7G 
CCCAACAACA 
7GCCGCCG7G 
C7AGG7GCGC 
CCCAACAGAA 
GGG7CG7GAG 
GTGACAGGCA 
TAAAGGAAGA 
7ACCC77GG7 
ACC6CCCAGC 
7CACCGAACC 
GAGCC7GGGC 
CGCAAAA7C7 
7GACGC7CAA 
7AGCGCCAGC 
GC7GGAACCG 
7GAGCGCCGC 
CGAG7AC7TG 
AA7GCGGGCG 
CG7A7CA7GG 
CCA7CA7GGA 



ACGAGAAAT7 
CC7G77CA7C 
GCGGGAGGGG 
C7CAGG77AG 
GG7AC77GA7 
CAC7ACCG7A 
GACGGGGACG 
GCCGCGCACG 
TCTTGTA7C7 
AA7CAA777C 
GGCGA7C7CC 
GCCGCGAGG7 
GGC7G7AAAC 
7C70G7CAAG 
ACGAAGAAAT 
7GGCC7CG7A 
GA6AASACGG 
7CT7C7A7C7 
G7CGACGGCG 
AG7GACGGCG 
C7GGGAGG77 
CGCGCAGAGA 
ACAG7CACAA 
GTT7C77C77 
GGCGGA7GG7 
CCAAGCA77A 
7CC7CACCCG 
C7ACGAC7C7 
AAAGCGG7GG 
TGACCAGGGC 
AGG7GC6CAC 
TG7AGC7G6A 
CAGGTGA77C 
GCA7SAAG7A 
CGGAGAAAA7 
GTACCCCGG7 
CGACCCAGCC 
AG7CC7A7T7 
GCCCCCC7CG 
AGCGG7GCGG 
C77CGCCCGA 
CCTA777AGA 
C7GCG7CACG 
7CAG7CC7CC 
GCG7AAC77C 
77GA7GCA77 
7G777C7GG7 
CGAGGGGAGA 
C7GGCCGAGA 
ACAAGAC7CC 
GGTC77GACC 
AGGAGGCGCG 
AGGG7GAGAA 
GACGGCAGGA 
GAAGAC7GA7 
GCGC7GCAGA 
CG77GACGAC 
ACC7GTAG7G 



TCAG7GGGAA 
T7CTG777CC 
CGGAGC7GAA 
TAG67AGGGA 
77CCACAGG7 
CC7TTG7TT7 
CGCGCCGGGC 
CGCACC77C7 
GACG7C7C7G 
GG7A7CG77A 
GCCA7GAAC7 
CA77GGAGA7 
CACGGCCCCC 
ACCGCA7AG7 
ACA7GA7CCA 
GAAG7CCACG 
A7GAGT7CGG 
C77C7TCCAC 
CACGGGCAAA 
CGGCCG77C7 
C7CCG777G6 
TC7GA7CG7G 
GG7AGGC7GA 
CA7C7CGGGA 
GGCGAGGAGC 
7CC7GACA7C 
TTC7GCCA7G 
77CGGCGACC 
7AAGCCCC7G 
GCACGAGC7C 
CAGA7AC7GG 
GCCCCAGCGG 
C7GCGGCGG7 
GT7CA77G7A 
GAAAGCG77C 
7CGAGAC77C 
7ACAAAAATC 
7777T77777 
CAGCAGCAGC 
GACAGCCCGC 
GC6GCA7CCG 
GACACAAGCG 
G777GGACCG 
CAGGGCACAC 
CAAAAG7C77 
TGTCGGA77T 
GGTGCAACAC 
7GGT7C7A7C 
AGG7AGC7GC 
ATACG77CCC ' 
CTGAGCGATG 
AG77AAGCGA 
T7AC77CGAC 
7C7CAGC7TC 
GGCACAACCC 
CCCAGCCG7C 
7CGCAACCCC 
CC77CCCGA7 
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1204] CTAA7CCCAC TCA7GAGAAG G7CC7GGCCA TCGTGAACGC GTTGGTGGAG AACAAAGC7A 7TCGTCCAEA 
21] TGAGGCCGGA CTGGTATACA ACGCTCTCTT AGAACGCC7G GCTCGCTaCA ACAGTACCAa TGTGCAAACC 

11! gtatgataac agatgtacgc GAAGccsTcr ctcagcgcga aaggttccag CGTGAT6CCA 

12251 ACCTGGG7TC GCTGSTGGCG TTAAATGCTT TCTTGAGTAC TCAGCCTGCT AATCTCCCGC G7GGTC a ata 

l^lltl^l AACTTTTTAA GTGCTTTGAG ACTGA7GGTA TCAGAAGTAC CTCASAg£ga" ASTCTATCA6 

239 TCCGGTCCTG ATTACTTCTT TCAGACTAGC AGACAGGGCT TGCAGACGGT AAATCTGAGC CAAGCTTTTA 

246 AAAACCTTAA AEGTTTCTGG GGAGTGCATG CCCCGGTAGG AG A A AG AG C A ACCG7GTC7A GCTTEtIIIc 

f|3 IfC^ACTCC CSCCTGTTAT TACTGTTGGT AGCTCCTTTC ACCGACAGCG GT^CaTcGa" ^CG^aIttJc 

if? Itni e S5 T I acc7 ^ctaaa cctgtatcgc gaasccatag ggcaaagtca ggtggacgag cSacctatc 

III a^ ETCAGT CC «CTTTGG GACAGGAAGA CACTGGCAGT TTGSAAGCCA CTC7GAAC77 

12741 CT TGCTTACC AATCGGTCTC AAAAGATCCC TCCTCAATAT GCTCTTACTG CGGAGGACGA PArrATrrTT 
12811 AGATA7GTGC AGCAGAGCGT GGGATTGTTT CTGATGCAAG AG6GGGCAAC TCCGACTrCA rrArTlr^I 
Mill I GACAGC G" AAATATGG AG CCCAGCATGT ATGCCAGTAA CCGACCTT+C IS^cIaIc TCC^^?^ 

295 CTTGCACAGA GC7GCCGCTA TGAACTCTGA TTATTTCACC AATecCATCT tIIaccCGCA IrllcT^frr 
C CACC7GG77 TCTACACGGG CGAATATGAC ATGCCCGACC CTAATGACGG ATTTCTG?gg rlrr^rrrr 

SI ?55¥SSS 5IE2E CT CTTTCTEATC atcgcacgtg SaSSSbS SSSItStS "Jtbcattc 

13»tl ?T^rr A TrT nxr-r H TCATGGGTGC TACCGCGGCT GAGCCCGAGT CTGCAAGTCC TTTTCCTABT 

CTACCCTTTT CTC7ACACAG 7G7ACGTAGC AGCGAAC7GG G7AGAA7AAG 7CGCCCrIflT IIII^Z^I 
330 AAGAGGAG7A CC7AAACGA7 7CC7TGCTCA GACCGGCAAG AG A A A A AAA T T TCC fc AA AC A Iwl!?!™ 
13371 AAG777GG7G GA7AAAATSA G7AGA7GGAA GACTTATQCT CAGGAT caca plofrrtS^ A I^ AA J ABA 

Bl « ™ ™ ™ I I IP S 

13651 GCG7ACG77C G77CTTC777 A77A7C7GTG 7C7AG^AT^ TGACGCCArT 2£SS?255 ATGGCGACGA 

lSSl atccccactS Iaggctccc? ttSSSScc ScSStESS ESSES ESSE*"* ««?£Sc! 

13881 TAC7CGGAAC 7GGCACCTCA G7ACGA7ACC ACCAGGTTBT ATrTrr^rra r*™^ CAGCAT7CG7 

13931 C7TC7CTGAA CTATCAGAA7 GACCACAGCA AC7TCtTgIc elee???^ CAACA ? GTCG GCGGACA7TG 

14001 TACGGAAGCC A6CACCCAGA CCATTAACTT TelJrHrrf CA i GS J GGTE CAGAAC AA7G AC7T7ACCCC 

14071 A7GCATAC7A ACA7GCCAAA CGTgIacgIJ KtItS??™ JS? C ?5T5SS gcsgt <=ASC7 AAAGACCA7C 

14141 CCAGAAAACC TCCCGACGG7 GCTBCABTTG ISSSmi rl^tVl CAAAGCGCGT C7CA7CG7GT 

:s: sskks skshk I Si i I™ F f r- 

JS! S5SSSK? SSSSJ: E ™ SSS?S Slrerlr" 

.'SI BEES® ffiggft SfKKK PI IS I SP "*™ 

14531. AGC7GC7ACA GC7GC7GCAS AAGCTAAgJc AAA^A7Ar*TT rrrl^^r ^ACAAAAAG CCAAAA7AGA 
14701 GGAGAGG7CA GAGGASACAA 7T7TGCGCCA ACArrZr^TJ GCCA ? CEA £T C7ACAAGGG7 7GC7AACGCT 
1477T C7GAAGGAAC GGACGTGAAA CTCACTATTe lSer???IJS CGAC I GCAGA ATCA77ATTG GCCGATG7GT 
148*1 GTTGGAAGAC AAAATCAACA clrrrr-A^ 0 ^"J 37 ^ AAAAGA7AG7 AAGAATAGAA GCTA7AA7GT 
14911 GGAGTGCG77 CCTGGACAT7 GCTC^cIc? ?£?JI?2?2T CTTTCGTACA *TT*TesC6A TCCCQAAaX 
14881 T7CcAgaCA7 GAtIaAGgI^ CC7G7CAC7 C T^rr^r^r CC . GCBGAGC AGA SCAGC77 TACTG^C 
15051 7GCAGAGC77 A7GCCCG7C7 7C7CAAAgI£ ^T?n?IriAr Jn^t^JS AGTAA CTACC CTGTGG7GGG 
15121 CAGTCCACC7 CGC77ACGCA CG7C7TCAAr rl^^Trrr^ 7GTAC7CCCA GCACCTCCGC 

15191 CCACCA77AC CACCG7CAG? bKScQTTC C? C ^r C rI S ^ A ^ CCASAT TTTA A7CCG7 CCGCCGGCGC 
15261 7A7CCGGGGA G7CCAACGTG TGACCGT t ^Zf C J C J CAC A( 3ATCACGGG ACCC7GCCG7 TGCGCAGCAG 
15331 CTGGGCA7AG 7CGCACc1c1 clfcc?7?cf InrraclrTr 5r? CGCACCT GT «CTA C G7 G7A C AAGG A A 
15401 CGCCCAG7AA 7AACACCGGT TCSBSTCTfiC GCGCTcrAAn rfIo A ^ AAA ^^GTCC AT7C77ATCT 
15471 7ACCCAACA7 CCCG7GCG7G 77CGCGGAcS T77TCCCGCT rrA^Z^ GGAGGCGCAC GCAAACGTTC 
15541 GT7CGAACCA CCGTCGATGa TGTWTr?*? ;I;J CGC ^SI CCATGG GG7G CCC7CAAGGG CCGCACTCGC 
15611 CTACA7C7AC 7G7GG G 7GCA J?WTc!eI ™?ISJJS "GACGCCCG TAA7TA7AC7 CC7ACTGCGC 
15681 CCGGCGAAGG CGCA77GCCA KcJSJmS II^AcJfr? I GACGCT CGC AAC7ATGC7C GACG7aZ5a6 

1 1! SSSSS 5SS8S ?3£3£ ™« SSSSg 

iSi ZSSEEIS lti£i£l°r SSSSB ?3z 

,«»3, «. TO ct G « ggttatcgcJ gSffiES SSS STfSSfflS S£SSSSS JgSfflKSf 
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16101 CAAGCGGGTT AAAAAGGACA AAAAAGAAGA GGAAGATGGC GATGATGGGC TGGCGGAGTT TGTGCGCGAG 
16171 TTTGCCCCAC GGCGACGCGT 6CAATGGCGT GGGCGCAAAG TTCGACATGT GTTGAGACCT GEAACTTCGG 
16241 TGGTCTTTAC ACCC6GCGAG CGTTCAAGCG CTACTTTTAA GCGTTCCTAT GATGAGGTGT ACGGGGATGA 
16311 TGATATTCTT GAGCAGSCGG .CTGACCGATT AGGCGAGTTT GCTTATGGCA AGCGTA6TAG AATAACTTCC 
163B1 AAGGATGAGA CAGTGTCAAT ACCCTTGGAT CATGGAAATC CCACCCCTAG TCTTAAACCG GTCACTTTGC 
16tfSil AGCAAGTGTT ACCCGTAACT CCGCGAACAG GTGTTAAACG C6AAGGTGAA GATTTGTATC CCACTATGCA 
16521 ACTGA7GGTA CCCAAACGCC AGAA6TTGGA GGACGTTTTG GAGAAAGTAA AAGTGGATCC AGATATTCAA 
1659:1- CCTGAGGTTA AAGTG AGACC CATTAAGCAG GTAGCGCCTG G7CTCGGGGT ACAAACTGTA CACATTAAGA 
1666 : 1 TTCCCACTGA AAGTATGGAA GTGCAAACTG AACCCGCAAA GCCTACTGCC ACCTCCACTG AAGTGCAAA" 
1673* GGATCCATGG ATGCCCATGC CTA7TACAAC TGACGCCGCC GGTCCCAC7C GAAGATCCCG ACGAAAGTAC 
1630.1 GGTCCAGCAA GTCTGTTGAT GCCCAATTAT GTTGTACACC CATCTATTAT TCCTACTCCT GGTTACCGAG 
18B7-1 GCACTCGCTA CTATCGCAGC CGAAACAGTA CCTCCCGCCG TCGCCGCAAG ACACCTGCAA ATCGCAGTCG 
16941 TCGCCGTAGA CGCACAAGCA AACCGACTCC CGGCGCCCTG GTGCGGCAAG TGTACCGCAA 7GGTAGTGCG 
17011 GAACCTTTGA CACTGCCGCG TCCGCGTTAC CATCCCAGTA TCATCACTTA ATCAATGTT6 CCGCTGCCTC 
17061 CTTGCAGATA TGGCCCTCAC TTGTCGCCTT CGCGTTCCCA TCACTGGTTA CCGAGGAAGA AACTCGCGCC 
17 1ST QTAGAAGAGG GATGTTSGGA CGCGGAATGC GACGCTACAG GCGACGGCGT GCTATCCGCA AGCAATTGCG 
Mill 5S G I2Sini TI A i CAGCCT TAATT CCAAT TATCGCTGCT GCAATTGGCG CGATACCAG6 CATAGCTTCC 
1729 GTGGCGG7TC AGGCCTCGCA ACGACATT6A CATTGGAAAA AAAACGTATA AATAAAAAAA AATACAATGG 
17361 ACTCTSACAC TCCTGSTCCT GTGACTATGT TTTCTTAGAG ATGGAAGACA TCAATTTTTC ATCCTTGGCT 
17431 CCCCCACACG GCACGAAGCC GTACATGGGC ACCTGGAGCG ACATCGGCAC GAGCCAACTG AACGGGGGCG 

^IIS^I!?. GAS . CAGTATC . TGGAGCGGGC TTAAAAATTT TGGCTCAACC ATAAAAACAT ACGGGAACAA 
llll, ^SSIIS^ A £ AG GACAGGCGCT TAGAAATAAA CTTAAAGACC AGAACTTCCA ACAAAAAGTA 

17641 BTCGAT6GGA TAGCTTCC6G CATCAATGGA GTGGTAGATT TGGCTAACCA GGCTGTGCAG AAAAAGATAA 
17711 ACAGTCGTTT GGACCCGCCC CCAGCAACCC CAG6TGAAAT GCAAGTGGAG GAAGAAATTC CTCCGCCAGA 
17761 AAAACGASGC GACAA6CGTC CGCGTCCCGA TTTGGAAGAG ACGCTGGTGA CGCGCGT AEA TGAACCGCCT 

TCTTATGAGG AAGCAACGAA GCTTGGAATG CCCACCACTA GACCGATAGC CCCAATGGCC ACCGGGGTGA 

]ZtZ\ tgaaaccttc tcagttgcat cgacccgtca ccttggattt gccccctccc cctgctgcta ctgctgtacc 

IS! CGCTTCTAAG CCTGTCGCTG CCCCGAAACC AGTCGCCGTA GCCAGGTCAC GTCCCGGGGG CGCTCCTCGT 

1B061 CCAAATGCGC ACTGGCAAAA TACTCTGAAC AGCATCGTGG GTCTAGGCGT GCAAAGTGTA AAACGCCGTC 

\V£\ CCTCCTTTTA ATT AAA T AT C GACTACCCCT TAACTTGCCT ATCTGTGTAT ATQTGTCATT ACAcicCG^C 

fl? ACAG .£ AGCAG A^GAAAAAAG GAAGAGGTCG TGCGTCGACG CTGAGTT ACT TTCAAGATGG CCACCCCATC 

GATG CTCCCC CAATGGGCAT ACATGCACAT CGCCGGACAG GATGCTTCGC AGTACCTGaS TCCGGGTCTG 

J22?£ GTGCAGTTCG cccgcgccac agacacctac ttcaatctgg gaaataagtt TAGAaATCCC ACCGTAGCGC 
cgacccacga tgtgaccacc gaccgtagcc agcggctcat gttgcgcttc gtgcccgttg aIcgggagga 

•«i ?£2Jt££I£ TCTTACAAAG TGCGGTACAC CCTGGCCGTG GGCGACAACA GAGTSCTGQA TATGGCCAGC 
Sfft-ACGTTCTiTC ACATTAGGGG CGTGTTGGAC AGAGGTCCCA GTTTCAAACC CTA7TCTGGT ACGCCTTArA 
2»f " mKSKSt GC J C « AATG CATCTCAATG GATTGGAAAA S ££SKI CKCMCWC 

\*%Vr £5« AGG E AA I CCTGAAGAAG AACATGAAAC AGAGGAGAAA ACTGCTACTT acacttttgc caatgctcct 

•H! CTAAACr^? r-lrl^l TACAAAAGAG GGCTTACCAA TAGGTTTGGA GATTTCAGCT GaJIaCGAAT 
iio aII^a^I Vr-rl.^l AftACTT ">" A TC AGCCAGAACC TCAAGTGGGA GATGAAACTT GGACTGACCT 

irSSJ t^S??^** ACCBaaga <3T ATG5AGGCAG GGCTCTAAAG CCTACTACTA ACATGAAACC CTGTTAPGrr 
IS Iff?T?ff 5A TriTaTTrsr TTTAAAAGGT GGTCAGGCAA AACCCAAAAA CTCGGAACCG TCGAGTGaIa 

VzRV. AAAT 'EAAiA TGATATTGAC AT6GAATTTT TTGATAACTC ATCGCAAAGA ACAAACTTCA rTrrT4M*r 
12 TGTCATGTAT GCAGAAAATG TAGGTTTGGA AACGCCAGAC ACTCATGTAG TSTACAaIcc tIgaI-a^I 

Mil \ G £ CACAAGT T CC6AAGCTAA TTTGGGACAA CAGTCTATGC CCAACAGACC CAACTACATT GECTrrfrAr 
A Z AA ^ln AT TGGACTGATG TAC7ATAACA GTACTGGTAA CATGGGGGTG CTGGCTGGTC AAGCGTCTCA 
G II AAATSCA GTGGTTSACT TGCAGGACAG AAACACAGAA CTTTCTTACC AAGTCTTGCT TGAPTr t r Tr 

19391 GGCGACAGAA CCAGATACTT TAGCATGTGG AATCAGGCTC TCGACACTTi Tr A-rr IVt * I C TCTG 

a? sassffiK issfsass xsssss fsw Li IE 
in?: fgjfsiss jjssasf msssgs sssbs ntsiB ? 

JE! SSSSSfBfS fSffiSi i Ei S "SISSS 

as; izmuz B¥ss3ss ?sj5^ kbes fssasj 

aoosi gtda«c"gg ^1™!!?^ 

2009, GCi Tr«CCt CTATCCT^CT T1?TTO?S SSSSSIJ 
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20181 GAATGACACC AA7GA7CAG7 CA77CAACGA 
20231 AATGCAACCA ATATTCCCAT 77CCA77CC7 
20301 GACTGAAAAC CAAAGAAAC7 CCC7C777GG 
20371 7CCC7ACC7G GA7GG7ACC7 7C7ACC7GAA 
20441 G7GAGCTGGC C7GGAAA7GA CAGGTTACTA 
20511 AAGGCTACAA CG7AGCCCAA 7GCAACA7GA 
20581 CATCGGCTAT CAGGGCTTCT ACA7TCCAGA 
20651 CAGCCCA7GA GCAGGCAGG7 GG77GATCAC 
20721 AACACAACAA CTCTGGCTTT GTGGGTTACA 
20791 CTATCCCTAT CCACTCATTG GAACAACTGC 
208S1 ACCA7G7GGC GCATACCGTT CTCGAGC AAC 
20931 TGCTCTATCC CA AC7CAGC7 CA7GC7CTGG 
21001 GCTTTATCTT CTCTTCGAAG TTTTCGACGT 
21071 GTCTACCTGC G7ACACCG77 CTCGGCCGGT 
21141 CAGCTGCAAC CATGGCCTGC GGATCCCAAA 
2 1211 CCTGGGTTGC GGACCCTATT TTTTGGGAAC 
21281 CTCGCCTGTG CCATTGTAAA TACGGCCGGA 
21351 ACCCACGTTC TAACACCTGC TACCTTTTTG 
21421 CCAGTTTGAA TATGAGGGTC TCCTGCGCCG 
21491 AAATCTACCC AGACCG7GCA GGGCCCCCG7 
21561 CCTTT6TGCA C7GGCC7GAC CGTCCCATGG 
21631 CAACATGCTT CATTCTCCTA AAGTCCAGCC 
21701 AA7ACCCA7T CGCCTTATTT 7CGCTCTCAT 
2T771 ATGTTCAATA ATGACTCATG 7AAACAACG7 
21B41 CTCTGGATTA CTTATTTATT TACAAGTCGA 
2197 1 TACGTTGCGG AACTGATACT TGGGTTGCCA 
219B1 GGCAGGA7GT CAC7CCACAG CTTTCTGGTC 
22051 AATCACAATT AGGACCAGTG CTCTGAGCGC 
22121 CAGCGACGGA TGTCTCACGC 7 7 GCCAGCAC 
22191 77GGCAA7GC 7GAACGGGG7 CATC77GCAG 
22251 7GCAA7CGCA GTGCAGGG6G A7CAG7ATCA 
22331 CA7GAAAGCA 7CA7A77GCT 7GAAAGCC7G 
22401 C7GC7CGAAA ACTGG77AGC 7GCACAGCCG 
22471 GCACCACAC7 7C7GCCCCAG CGC7777GGG 
22541 7CCG77C7CG C7GGCCACA7 CCA7CTCGAT 
22611 77CAGC77GC CC7CA7AA7C A77GCAGCCA 
22S81 GGGCGA7C7G AGAAAAAGAA 7G7ATCAT7C 
22751 ACTAG7GAAA G77AAC7GGA TGCC7CGG7G 
22821 7CGTGTTGC7 CAGGCA7TAG 777AAAACAG 
22S91 GACACA7CAC 77CCA7GCC7 77C7CCCAAG 
22961 GGCAGCAGC7 CC777AGCCA GAGGG7CA7C 
23031 ACGATGCGCA CGGGCGGGTA GC7GAAACCC 
\ 23101 C7TGACTGAT G7CT7GCATG GGGA7A7G77 
2317T AGGAC7GTCG C7CCG7TCCG GAGACAGGGA 
23241 GTASAAGAAC C7GACCCCAC ACGGCGACAG 
23311 GGCTGCGGTC CGACC7GGAA GGCGGA7GAC 
23381 GCGG7CGC7T AAC7GATTTC CTtCGCGGCT 
23451 AAAC7CAGCC A77GCTG7CA ACA7CGCCAC 
23521 GCAGAGCTTA AGCA77CCAC CGCCCAG7CC 
235S1 TC7CA7GACA 7GCAGAA7AA AAAAGCGAAA 
23861 CACCGG7GGA ACACGAGGAA 6AG77GAAAC 
23731 AGCAGA7AAC 7A7CACCAAG A7GC7GGAAA 
23801 GAAGACGCGC 7CC77 AAACA 7C7A6CAAGA 
23871 AAG7GCCCA7 CAG7G7GGAA GAGC7CACC7 
23941 CAAACGTCAG CCAAACGGCA CCTGCGAGCC 
24011 GAAG7AC7GG C7ACC7A7CA CA7C77TT7T 
24081 CCCGCGCCGA 7GCCC7ACTC AA7C7GGGAC 
24151 7CCAAAGA7C 77CGAGGG7C 7GCGCAA7AA 



CTACC7A7C7 GCAGCTAACA 7GC7CTACCC CA77CC7GCC 
TC7CGCAAC7 GGGCGGC7TT CAGAGGC7GG 7CA777ACCA 
GGTC7GGA77 TGACCCC7AC 77TG7C7A77 C7GGT7C7A7 
CCACAC7777 AAGAAGG777 CCATCA7G77 7GACTC77CA 
7C7CC7AACG AA777GAAAT AAAGCGCACT GTGGA7GGCG 
CCAAAGACTG G77C7TGG7A CAGAT5C7CG CCAAC7ACAA 
AGGA7ACAAA GA7CGCA7G7 A77CA77777 CAGAAAC77C 
G7CAA77ACA AAGAC7TCAA GGCCG7CGCC A7ACCC7ACC 
7GGC7CCGAC CA7GCGCCAA GGTCAACCC7 A7CCCGCTAA 
CG7AAATAG7 G77ACGCAGA AAAAG77C77 GTGTGACAGA 
77CA7G7C7A 7GGGGGCCCT 7ACAGAC77G GGACAGAA7A 
ACA7GACCT7 TGAGG7GGA7 CCCA7GGA7G A6CCCACCC7 
GG7CAGAGTG CA7CAGCCAC ACCGCGGCA7 CA7CGAGGCA 
AACGCTACCA CG7AAGAAGC 77C77GC77C 77GCAAA7AG 
ACGGCTCCAG CGAGCAAGAG CTCAGAGCCA T7G7CCAAGA 
CTACGA7AAG CGC7TCCCGG GG77CA7GGC CCCCGATAAG 
CG7GAGACGG GGGGAGAGCA C7GG77GGC7 77CGG7TGGA 
ATCC7777GG ATTCTCGGA7 GA7CGTCTCA AACAGAT7TA 
CAGCGC7C7T GC7ACCAAGG ACCGC7G7AT 7ACGC7GGAA 
7C7CCCGCC7 GCGGAC7777 C7GC7GCA7G 77CC77CACG 
ACGGAAACCC CACCA7GAAA T7GCTAACTG GAG7GCCAAA 
CACCC7G7G7 GACAA7CAAA AAGCAC7C7A CCA7777C77 
CG7ACACACA 7CGAAAGGGC CAC7GCG77C GACCG7A7GG 
G77CAA7AAA CA7CAC77T A 7777777ACA 7G7A7CAAGG 
ATGGG77C7G ACGAGAA7CA GAA7GACCCG CAGGCAG7GA 
C77CAA77CG GGAA7CACCA AC77GGGAAC CG67ATA7CG 
AGC7GCAAAG C7CCAAGCAG G7CAGGAGCC GAAATC77GA 
GAGAG7TGCG G7ACACCGGA T7GCAGCAC7 GAAACACCA7 
GG7GGGA7C7 GCAA7CATGC CCACA7CCAG A7C77CAGCA 
G7CTDCC7AC CCA7GGCC5GG CACCCAAT7A G6CT7G7GG7 
7C775GCC7G A7CC7G7CTG A77CC7GGA7 ACACGGC7C7 
C7GGGC777A C7ACCCTCCC 7A7AAAACA7 CCCGCAGGAC 
GCA7CA77CA CACAGCAGCG GGCG7CA77G 77GGCTA777 
7GA77T7GG7 7CGC7CGGGA 77C7CC777A AGGC7CG77G 
AA7C7GC7CC 77C7GAA7CA 7AA7A77GCC A7GCAGGCAC 
TGAGGCCACA ACGCACAGCC 7G7ACA77CC CAA77A7GG7 
CC7GCAGAAA 7CT7CCCA7C A7CGTGC7CA GTGTCTTG7G 
C7C77CG777 ACG7AC7GG7 GACAGA7GCG C77G7A77G7 
677C7AAG77 CG77A7CCAG CC7G7AC77C TCCATCAGCA 
CAGACACCAG GGGCAAGC7A A7CGGA7TCT 7AACAG7GCA 
777A6C6A7C 77G7jCAA7SC 77C7777GCC A7CC77C7CA 
AC7GCTACAA G77GCGCC7C 77C7C777C7 7C77CGC7G7 
7GGTCT7CC7 7GGC77C7TT TTGGGGSG7A 7CGGAGGAGG 
GGA77G7GAC GT77CGC7CA CCA77ACCAA C7GAC7G7CG 
G7GTTT77C7 7CGGGGGCAG AGG7GGAGGC GAT7GCGAAG 
7GGCAGAACC CCT7CCGCG7 7CG6GGG7G7 GC7CCC7G7G 
GGCCA77G7G 77C7CC7AGG CAGAGAAACA ACAGACA7GG 
GAGTGCCA7C ACA7C7CG7C C7CAGCGACC ACGAAAACGA 
7GCCACCACC 7C7ACCCTAG AAG A7AAGGA GGTCGACGCA 
GAGTCTGAGA CAG ACA7C6A GCAAGACCCG GGCTATG7GA 
GC7TTC7AGA GAGAGAGGA7 GAAAAC7GCC CAAAACAGCG 
7 AGGGA7CAG AACACCGAC7 ACC7CA7AGG GCT TGACGGG 
CAS7CGCTCA 7AG7CAAGGA 7GCA77A77G GACAGAAC7G 
GCGCC7ACCA GC77AACC77 7777CACC7C G7AC7CCCCC 
AAA7CC7CCC 77AAAC7777 A7CCAG C777 7GC7G7GCCA 
AAAAATCAAA AAA7TCCAG7 C7CC7GCCGC GC7AA7CGCA 
C7GG77CACG CT7ACCTGA7 A7AGC77CC7 7GGAAGAGG7 
7GAGAC7CGG GCCGCAAA7G CTCTGCAAAA GGGAGAAAaT 
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24221 GGCA7GGA7G AGCA7CACAB CG77C7GG7G GAATTSGAAG GCGA7AA7GC CAGACTCGCA GTACTCA^GC 
24291 GAAGCG7CGA GGTCACACAC TTCGCATATC CCGCTGTCAA CCTGCCCCCT AAAGTCATGA CGGCGGTCAT 
24361 GGACCAGTTA CTCATTAAGC GCGCAAG7CC CCTTTCAGAA GACATGCATG ACCCAGATGC CTGTGATGAG 
24431 GGTAAACCAG 76G7CAG7GA TGAGCAGCTA ACCCGATGGC TGCCCACCGA CTCTCCCCGG GA7T7GGAAC 
24601 AGCGTCGCAA GCTTATGATG GCCGTGGTGC TGSTJACCGT AGAACTAGAG TGTCTCCGAC GTTTCTTTAC 
2457;! CGATTCAGAA ACCTTGCGCA AACTCGAAGA GAATCTGCAC TACACTTTTA GACACGGC77 TGTGCGGCAG 
24S4fl GCATGCAAGA TATCTAACGT GGAACTCACC AACCTGGTTT CCTACATGGG fATTCTGCAT GAGAATCGCC 
247-1*1 TAGGACAAAG CGTGCTGCAC AGCACCCTTA AGGGGGAAGC CCGCCGTCAT TACATCCGCG ATTGTGTCTA 
2478:1 TCTCTACCTG TGCCACACGT GGCAAACCGG CATGGGTGTA TGGCAGCAAT* GTTTAGAAGA ACAGAACTTE 
2455.1 AAAGAGCTTG ACAAGCTCTT ACAGAAATCT CTTAAGGTTC 7G7GGACAGG G7TCGACGAG CGCACCGTCG 
2492.3. CTTCCGACCT GGCAGACCTC ATCTTCCCAG AGCG7CTCAG GG7TAC777G CGAAACGGAT TGCCTGAC7T 
24991 7A7GAGCCAG AGCATGCTTA ACAATTTTCG CTCTTTCATC CTGGAACGCT CCGGTATCCT GCCCGCCACC 
25061 TGCTGCGCAC TGCCC7CCGA CTTTGTGCCT CTCACCTACC GCC5A67GCCC CCCGCCGCTA TGGAGTCACT 
25131 GCTACCTGTT CCGTCTGGCC AACTATCTCT CCTACCACTC GGATGTGATC GAGGA7GTCA GCCCACACCC 
25201 CTTGCTGGAG TGCCACTGCC GCTGCAATCT GTGCACGCCC CACCGGTCCC TAGCTTGCAA CCCCCAGTTG 
25271 ATGAGCGAAA CCCAGATAAT AGGCACCTTT GAA77GCAAG GCCCCAGCAG CCAAGGCGAT GGGTCTTCTC 
25341 CTGGGCAAAG TTTAAAACTG ACCCCGGGAC TGTGGACCTC CGCCT ACTTG CGCAAGTTTG CTCCGGAAGA 
25311 TTACCACCCC TATGAAA7CA AGTTCTATGA CGACCAATCA CAGCCTCCAA AGGCCGAACT TTCGGCTTGC 
25481 GTCATCACCC AGGGGGCAAT TCTGGCCCAA TTGCAAGCCA TCCAAAAATC CCGCCAAGAA TTTCTACTGA 
25551 AAAAGGGTAA GGGGGTCTAC CTTGACCCCC AGACCGGCGA GGAACTCAAC ACAAGGTTCC CTCAGGATGT 
25621 CCCAACGACG AGAAAACAAG AAG7TGAAGG 7GCAGCCGCC GCCCCCAGAA GA7A7GGAGG AAGAT7GGGA 
25S91 CAG7CAGGCA GAGGAGGCGG AGGAGGACAG TC7GGAGGAC AGTC7GGAGG AAGACAG777 GGAGGAGGAA 
2S761 AAC GAG GAGS CAQAGGAGGT GGAAGAAGTA ACCGCCGACA AACAG7TA7C CTC6GC7GCG GAGACAAGCA 
25S3T ACAGCGCTAC CA7C7CCGC7 CCGAGTCGAG GAACCCGGCG GCG7CCCAGC AGTAGA7GGG ACCACACCCC 
25901 ACGC77CCCG AACCCAACCA GCGC7TCCAA GACCGG7AAG AASSATCGGC AGGGA7ACAA G7CC7GGCGG 
25971 GGGCATAAGA ATGCCA7CAT JCTCC7GC77G CATGAGTGCG GGGGCAACA7 A7CC77CACG CCCCGCTAC7 
26041 TGCTAT7CCA CCA76GGGTG AAC777CCGC GCAA7GTTTT GCAT7AC7AC CG7CACC7CC ACAGCCCC7A 
26111 CTATAGCCAG CAAA7CCCGA CAG7CTCGAC AGATAAAGAC AGCGGCGGCG ACC7CCAACA GAAAACCAGC 
26 781 AGCGGCAG7T AGAAAA7ACA CAACAAG7GC AGCAACAGGA GGAT7AAAGA 77ACAGCCAA CGAGCCAGCG 
26251 CAAACCCGAG AGT7AAGAAA 7CGGATCTTT CCAACCC7GT ATGCCATC77 TCAGCAGAG7 CGGGG7CAAG 
2So2l AGCAGGAAC7 GAAAA7AAAA AACCGATCTC TGCG77CGCT CACCAGAAG7 7G777G7ATC ACAAGAGCGA 
2639.1 AGATCAAC77 CAGCGCAC7C 7CGAGGACGC CGAGGCTC7C 77CAACAAC7 ACTGCGCGCT GAC7CTTAAA 
264-5:*; GAGTAGGCAG CGACCGCGCT 7A77CAAAAA AGGCGGGAA7 7ACATCATCC 7CGACA7GAG 7AAAGAAA7T 
26531: CCCACGCC77 ACA7G7GGAG 77 A7CAACCC CAAA7GGSA7 7G6CAGCAGG CGCC7CCCAG GAC7ACTCCA 
26601 CCCGCA7GAA 77GGC7CAGC GCCGGGCCT7 C7A7GA7TTC 7CGAGT7AAT GATA7ACGCG CCTACCGAAA 
SXUl CCAAA7ACTT 77GGAACAG7 CAGCTC77AC CACCACGCCC CGCCAACACC T7AA7CCCAG AAA77GGCCC 
551? J GCCeCCCTAG TG7ACCAGGA AAG7CCCGCT CCCACCAC7G 7AT7ACT7CC TCGAGACGCC CAG6CCGAAG 
?2fl]' T ^CAAA7GAC 7AA7GCAGG7 GCGCAGT7AG C7GGCGGCTC CACCCTA7GT CG7CACAGGC C7CCCCATAA 
1225! TATAAAACGC C7GATGA7CA GAGGCCGAGG TA7CCAGC7C AACGACGAGT CGGTGAGC7C 7CCGC7TGGT 
Ivnfi 51^55552? ^SS5 ATCTT TCACATr GCC GGC7GCGGGA GA7C77CC77 CACCCC7CG7 CAGGC7G77C 
f^ai AAG77CGTC7 TCGCAACCCC GC7CQQGCGG AA7CGGGACC S7TCAAT7TG 7AGAGGAG7T 

l7?2l Irrr^l^l ^£I ACTTCA *CCCC7TCTC CGGA7C7CCT GGGCACTACC CGGACGAGTT CA7ACCCAAC 
Hill ^ TTAGCGAG7C AG7GGACGGC 7ACGAT7GAT GTCTGGTGAC GCGGCTGAGC 7ATC7CGGC7 

l^n GACCACTGCC GCCGC777CG C7GC777GCC CGGGAAC7TA T7GAGT7CA7 C7ACTTCGAA 

lw £I"" AAGG A7CACCC7CA AGGTCCGGCC CACGGAGTGC GGA77AC7A7 CGAAGGCAAA A7AGACTCTC 
2XJ5E?55 AA77T7C7CC CAGCGGCCCG TGCTGA7CGA GCGAGACCAG GGAAACACCA CgS?77CcIt 
I~i2 V.rrl^tV TGTAAT CACC CCGGATTGCA 7GAAAGCCTT TGC7G7C 77a 7G7G7AC7GA G7T7AATAAA 
?7«1 irrlr^lJit ^AC7C7CC7 ACGGACTGCC GC77C77CAA CCCGGA7777 ACAACCAGAA GAACAAAAC7 
i?Sl JcE^ES I£r??S£E TGTTAACTTC ACCTT7CCTA CTCACAAAC7 AGAAGCTCAA CGACTACACC 
ftm] ^Illl^r? AA ^ ATTTTC CCTAC7AATA C7AC777CAA AACCGGAGGT GAGC7CCACG G7C7CCC7AC 
%ZZ%\ AG * AA ACCC7 TGGG7GGAAG CGGGCC77G7 AG7AC7AGGA A77C77GCGG GTGGGC77G7 GATTATTrTT 

£3 K5«5™ CTTCACTTTc cxagtggxgt tgtgSattS sStSIIE fffiSSS? 

I?!!] £^r?I5TT? ?ZZSI TTTAC T77CGC7TT7 GGAACC6GG7 7C7GCCAA7T ACGATCC A7G TCTAGACTTT 

ilan] r^ C o C S?JJ t C J^ ACACT ^ A ^r777GCA CCCGACACAA GCCGCA7C7C 7GGAGT7CT7 ATTAAG7CCG 

PRH? r^I^r^n£I G CA SSTCCG77 GAAA7TACAC ACAATAACAA AACC7GGAAC AA7ACC77A7 CCACCACA7r 

ll?a fS5?r5r?Si SZI CCCGAGT GG7ACACTG7 C7C7G7CCGA GG7CCTGACG G7TCCA7CCG CAT^aIc 

il^T r^nrIH^ n TTTTCTQA AAT STGCGA7 C7GGCCA7GT TCATGAGCAA ACAG7A77C7 C7A7GGCCTC 

2S21 1 CTAGCAAGGA CAACA7CGTA ACG77C7CCA 77GC77AT7G CT7GTGCGC7 7GCC77C77A C7gJ?7?a" 
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28281 G7GCGTA7GC A7ACACC7GC TT G7AACCAC T^GCATCAAA AACGCCAATA ACAAAGAAAA AA7GCCTTAA 

28351 CCTCTTTCTG TTTACAGACA 7GGC77CTC7 TACATCTCTC ATATTTGTCA GCATTGTCAC TGCCCCTCAC 

28421 GGACAAACAG TCGTCTCTAT CCCAC7AGGA CATAATTACA CTCTCATAGG ACCCCCAATC ACTTCACACC 

28491 TCATCTGGAC CAAAC7GGGA AGCG77GA7T ACTTTGATAT AATCTGTAAC AAAACAAAAC CAATAATAGT 

28561 AACTTGCAAC ATACAAAATC TTACATTGAT 7AA7G77AGC AAAGTTTACA GCGGTTACTA TTATGGTTAT 

28631 GACAGATACA GTAGTCAATA TAGAAATTAC TTGGTTCGTG TTACCCAGTT GAAAACC ACG AAAATGCCAA 

28701 ATATGGCAAA GA77CGA7CC GATGACAATT CTCTAGAAAC TTTTACATCT CCCACCACAC CCGACGAAAA 

28771 AAACATCCCA GATTCAATGA TTGCAATTGT TGCAGCGG7G GCAGTGGTGA TGGCACTAAT AATAATATGC 

28841 ATGCTTTTAT ATGCTTGTCG CTACAAAAAG TTTCATCCTA AAAAACAAGA TCTCCTACTA AGGC7TAACA 

28911 TTTAATTTCT TTTTATACAG CCATGGTTTC CACTACCACA TTCCTTATGC TTACTAGTCT CGCAACTCTG 

28981 ACTTCTGCTC GCTCACACCT CACTGTAACT ATAGGCTCAA ACTGCACACT AAAAGGACCT CAAGGTGGTC 

29051 ATGTCTTTTG gtggagaata tatgacaatg gatggtttac aaaaccatgt gaccaacctg GTAGATTTTT 
29121 CTGCAACGGC agagacctaa ccattatcaa cgtgacagca aatgacaaac gcttctatta tggaaccgac 

29T91 TATAAAAGTA GTTTAGATTA TAACATTATT GTACTGCCAT CTACCAC7CC AGCACCCCGC ACAACTACTT 
29251 TCTCTAGCAG CAGTGTCGCT AACAATACAA TTTCCAATCC AACCTTTGCC GCGCTTTTAA AACGCACTGT 
29337 GAATAATTCT ACAACTTCAC ATACAACAAT TTCCACTTCA ACAATCAGCA TCATCGCTGC AG7GACAAT7 
29401 GGAATATCTA TTCTTGTTTT TACCATAACC TACTACGCCT GCTQCTATAG AAAAGACAAA CATAAAGGTG 
29471 ATCCATTACT TAGATTTGAT ATTTAATTTG TTCTTTTTTT TTATTTACAG TATGGTGAAC ACCAATCATG 
29541 GTACCTAGAA ATTTCTTCTT CACCATACTC ATCTBTGCTT TTAATGTTTG CGCTAC7TTC ACAGCAGTAG 
29611 CCACAGCAAC CCCAGACTGT ATAGGAGCAT TTGCTTCCTA TGCACTTTTT GCTTTTGTTA CTTGCATCTG 
29681 CGTATGTAGC ATAGTCTGCC TGGTTATTAA TTTTTTCCAA CTTCTAGACT GGATCCTTGT GCGAATTGCC 
29751 TACCTGC6CC ACCATCCCGA ATACCGCAAC CAAAATATCG CGGCACTTCT TAGACTCATC TAAAACCATG 
29621 CAGGCTATAC TACCAATATT TTTGCTTCT A TTGCTTCCCT ACGCTGTCTC AACCCCAGCT GCCTA7AGTA 
29891 C7CCACCASA ACACCTTAGA AAATGCAAAT TCCAACAACC GTGGTCATTT CTTGCTTGCT ATCGAGAAAA 
29961 ATCAGAAATC CCCCCAAATT TAATAATGAT TGCTGGAATA ATTAATATAA TCTGTTGCAC CA7AAT7TCA 
3Q031 TTTTTGATAT ACCCCCTATT TGATTTTGGC TGGAATGCTC CCAATGCACA TGATCATCCA CAAGACCCAG 
30101 AGGAACACAT TCCCCCACAA AACATGCAAC ATCCAATAGC GCTAATAGA7 TACGAAAGTG AACCACAACC 
30171 CCCACTACTC CCTGCTATTA GTTACTTCAA CCTAACCGGC GGAGATGACT GAAACACTCA CCACCTCCAA 
30241 TTCCGCCGAG GATCTGCTCG ATATGGACGG CCGCGTCTCA GAACAACGAC TTGCCCAACT ACGCA7CCGC 
30311 CAGCAGCAGG AACGCGTGGC CAAAGAGCTC AGAGATGTCA TCCAAATTCA CCAATGCAAA AAAGGCATAT 
30381 TCTGTTT6GT AAAACAAGCC AAGATATCCT ACGAGATCAC CGCTACTGAC CATCGCCTCT CTTACGAACT 
30451 TCCCCCCCAA CGACAAAAAT TTACCTGCAT GGTGGSAATC AACCCCATAG TTATCACCCA ACAAAGTGGA 
30521 GATACTAAGG GTTGCATTCA CTGCrCCTGC GATTCCATCG AGTGCACCTA 'CACCCTGCTG AAGACCCTAT 
30591 GCGGCCTAAG AGACCTGCTA CCAATGAATT AAAAAAAAAT GATTAATAAA AAATCACTTA CTTGAAATCA 
30661 GCAATAAGBT CTCT6TTGAA ATJTTCTCCC AGCAGCACCT CACTTCCCTC TTCCCAACTC TGGTATTCTA 
S AACCCCGtTC AGCGGCATAC TT7CTCCATA CTTTAAAGGG GATGTCAAAT TTTAGCTCCT CTCCTGTACC 
30SD1 CACAATCTTC ATGTCTTTCT TCCCAGATGA CCAAGAGAGT CCGGCTCA5T GACTCCTTCA ACCCTGTCTA 
o087l CCCCTATBAA GA7GAAAGCA CCTCCCAACA CCCCTTTATA AACCCAGGGT TTATTTCCCC AAA7GGCT7C 
30941 ACACAAAGCC CAGACGGAGT TCTTAC777A AAATG77TAA CCCCACTAAC AACCACAGGC GGATCTCTAC 
^1011 AGCTAAAAGT GGGAGGGGGA C77ACAG7GG A7GACACTGA TGG7ACC77A CAAGAAAACA TACG7GC7AC 
?i?f I **^5S$Zl ££I A £ AAATA ATC ACTCTG7 AGAACTATCC A77GGAAA7G GA77AGAAAC 7CAAAACAA7 
31 151 AAAC7A7G7G CCAAA77GGG AAA7GGG77A AAA777 AACA ACGG7GACAT 7TG7ATAAAG GA7AG7A77A 
ACACCTTATG GAC7GGAATA AACCC7CCAC CTAACTGTCA AATTGTGGAA AAC ACTAATA CAAATGA7GG 
CAAAC77AC7 77AGTAT7AG TAAAAAATGG AGGGC77G77 AA7GGCTACG TGTCTC7AG7 7GGTCTATCA 
31361 GACAC7G7GA ACCAAATG7T CACACAAAAG ACAGCAAACA TCCAAT7AAG A7TATA77TT GAC TCTTCTG 
314S1 GAAA7CTA77 AAC7GAGGAA 7CAGACTTAA AAATTCCACT TAAAAA7AAA 7CTTCTACAG CGACCAGTGA 
31501 AAC7G7AGCC AGCAGCAAAG CC77TA7GCC AAGTAC7ACA GC77A7CCCT TCAACACCAC 7AC7AGGGA7 
VntZI AGTGAAAACT ACA77CA7GG AATA7G7TAC 7ACA7GACTA GTTATGA7AG AAG7CTATT7 CCC77GAACA 
In??, TTTSI£ TA £I GCTAAA CAGC CG7ATGATJ7 C77CCAATG7 TGCC7ATGCC A7ACAA777G AA7GGAATC7 
SiZIl AAATGCAAG7 GAATCTCCAG AAAGCAACAT ACCTACGC7C ACCACATCCC CCT77T7C77 7TC77ACATT 
rrrTrrltrl A "^J AAAA TAA A6777AA G7G7777TA7 77AAAA7CAC AAAA77CGAG 7AGT7ATT77 
%\%%\ fr l SJS Ir^I TT 5£ CAGAA1 ACAC CAA7C7CTCC CCACGCACAG CT77AAACA7 7T6GATACCA 
™£?£T.* ^ AT I GTTTT AGAT7CCACA 77CCAAACAG 777CAGAGCG AGCCAA7C7G GGG7CAGTGA 
IrT^r^r ISiI£?S2i 7AG7C7777A AAGCGC7T7C ACAGTCCAAC T6CTGCGGA7 GCGACTCCGG 
£?ZZ7*5£Ta *^G7CATCT GGAAGAAGAA CGA7GGGAAT CA7AA7CCGA AAACGQTATC GGACGATTGT 
Hon] rSZZrZ^r ™* C £S AAGC *GCCGCTG7C 7GCC7CGC7C CG7GCGACTG CTGTTTATGG GTATCAGGGTC 
111? ^£ A ?IIJE£ 1?^?? 7777AA7AGC CC7TAACA7C AACTT7CTGG 7GCGA7GCGC GCACCAACGC 

32271 ATT C7 GAT i T CAC7CAAATC TTTGCAGTAE GTACAACACA 77ATTACAAT A7TGTT7AA7 AAACCATAAT 
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32341 TAAAAGCGCT CCA G CCA AAA CTCATATCTG ATATAATCGC CCCTGCATGA CCATCATACc' A44RTTT«aT 
3M1 ATAAATTAAA TGACGTTCCC TCAAAAACAC ACTACCCACA TACATGATCT CTTTTCCCAT ifiSIIIMI 
raS rr^ T rr T rr ISEftlg ACAACGTTGG TTAATCATGC AACCCAATAT SScTTKM AaCCaJacJg" 
llil r r?r? ^CCCAGCC ATGCATTGAA GTGAACCCTG CTGA TT ACAA TGACAATGAA GAACCCAAT? 

32621 CTCTCGACCG TGAATCACTT GAGAATGAAA AATftTCTATA GTGGCACAAC ATA RAP AT A A iirr at£ r-A-r 
3269.1.. CTTCTCATAA TTTTTAACTC CTCAGGATTT AGAAACATAT ccSSgBaAT {ImABCTCT TGCaJISg 
fill f TAAAec ™eC AGAACAA6GA AGACCACGAA CACAACTTAC ACTATGCATA BTCATAGTAT CAcX^?? 
32S3t CAACA6CGGG TGGTCTTCAC TCATAGAAGC TCGCCTTTCA TTTTCCTCac AArr-rrrTAA rT-^ISI— 
3290.1. GTGTAAGGGT GATGTCTGGC GCATGATGTC GAGCGTGCgJ GcUcCTTB? CaTAATGGa'g TTGCTTCCTC 
3297T ACATTCTCGT ATTTTGTATA GCAAAACGCG GCCCTGGCAG AACACACTCT TCTTCECct? rl^HSrlr 
"TTAGCGTB TTCCGTGTGA TAGTTCAAGT ACAGCCACAC TCTV"5"S JtJaAAaKI SSgSttS 
33 11 AGTTGTAATC AAAACTCCAT CGCATCTAAT TGTTCTGAGG AAATCATCCA CGGTAGCATA TBcIif??Jr 
*5Z%] AA "AAeCAA T^rfCTGGA TTGCGTTTCA AGCA6GAGAG GAGAGGGAAG AGACCCAAGA 2K£S?AA 
1^251 TTTTTATTCC AAACGATCTC GCAGTACTTC AAATTGTAGA TCGCGCAGAT GBCATCTCTC GrrrArlrTr- 
Ptf I?JI??J? AA AAAGCACAGC TAAATCAAAA GAAATGCGAT TTTCAAGGTG CTcJaCGGTG BCTTkUS 
S2f J AAGCCTCCA< ^ GCGCACATCC AAGAACAAAA GAATACCAAA AGAAGGAGCA TTTTCTAACT CCTr a atp at 
ff2f CATATTACAT TCCTGCACCA T T CCCAGATA ATTTTCAGCT TTCCAGCCTT 6AATTATTCB 

ill sssss? sass?sf ssgjjs jssss i » ? S i 
!i BSE ™™ ™ skss ^ssheess Sk* si 

33951 CTG6GATGCA AATGCAATAG GTTACCGCGC TGCGCTCCAA CAT7BTTAPT ttt?aat!;? TTCAAAACCT 

gSj Eggs? SSSBS K?SISf SSSEESg? 5 S 

as sr ™" J sswss «™s ™- E f « 

0^301 SCSGATACAA AGTAAAAGSC ACAGGAGAAT AAAAAATATA nTTATTTrrr SnrTrrrr^ SCCACCCCTC 
34371 CGCCCCCGGT CCCTCTAAAT ACACATACAA AGCCTcItpa 2lr*llJrZ5 JGCTGCTGTT TAGGCAACGT 

s: sksss; skss: ;s g ssas S Siassu 
HIPS "39 si™ SB III IH ill 
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